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Background of the Inv ntion 



The invention pertains to the field of computer directed instruments for performing th polymerase chain 
reaction (her after PCR). More particularly, the invention pertains to automated instruments that can perform 

5 the polymeras chain reaction simultaneously on many samples with a very high degree of precision as to 
results obtained for each sample. This high precision provides the capability, among other things, of performing 
so-called "quantitative PCR", 

To amplify DNA (Deoxyribose Nucleic Acid) using the PCR process, it is necessary to cycle a specially 
constituted liquid reaction mixture through a PCR protocol including several different temperature incubation 

10 periods. The reaction mixture is comprised of various components such as the DNA to be amplified and at least 
two primers selected in a predetermined way so as to be sufficiently complementary to the sample DNA as to 
be able to create extension products of the DNA to be amplified. The reaction mixture includes various enzymes 
and/or other reagents, as well as several deoxyribonudecside triphosphates such as dATP, dCTP, dGTP and 
dTTP. Generally, the primers are oligonucleotides which are capable of acting as a point of initiation of synthesis 

15 when placed under conditions in which synthesis of a primer extension product which is complimentary to a 
nucleic acid strand is induced, i.e., in the presence of nucleotides and inducing agents such as thermostable 
DNA polymerase at a suitable temperature and pH. 

The Polymerase Chain Reaction (PCR) has proven a phenomenally successful technology for genetic 
analysis, largely because it is so simple and requires relatively low cost instrumentation. A key to PCR is the 

20 concept of thermocyding: alternating steps of melting DNA, annealing short primers to the resulting single 
strands, and extending those primers to make new copies of double stranded DNA. In thermocyding, the PCR 
reaction mixture is repeatedly cyded from high temperatures (>90° C) for melting the DNA, to lower temperat- 
ures (40°C to 70°C) for primer annealing and extension. The first commerdai system for performing the thermal 
cyding required in the polymerase chain reaction, the Perkin-Gmer Cetus DNA Thermal Cyder, was introduced 

25 in 1987. 

Applications of PCR technology are now moving from basic research to applications in which large numbers 
of similar amplifications are routinely run. These areas indude diagnostic research, biopharmaceutical develop- 
ment, genetic analysis, and environmental testing. Users in these areas would benefit from a high performance 
PCR system that would provide the user with high throughput, rapid turn-around time, and reproducible results. 
30 Users in these areas must be assured of reproducibflity from sample-to-sample, run-to-run, lab-to-lab, and ins- 
trument-to-instnjment 

For example, the physical mapping process in the Human Genome Project may become greatly simplified 
by utilizing sequence tagged sites. An STS is a short, unique sequence easily amplified by PCR and which 
identifies a location on the chromosome. Checking for such sites to make genome maps requires amplifying 

35 large numbers of samples in a short time with protocols which can be reproducibly run throughout the world. 

As the number of PCR samples increases, it becomes more important to integrate amplification with sample 
preparation and post-amplification analysis. The sample vessels must not only allow rapid thermal cyding but 
also permit more automated handling for operations such as solvent extractions and centrifugation. The vessels 
should work consistently at low volumes, to reduce recgent costs. 

40 Generally PCR temperature cyding involves at least two incubations at different temperatures. One of 

these incubations is for primer hybridization and a catalyzed primer extension reaction. The other incubation 
is for denaturation, i.e., separation of the double stranded extension products into single strand templates for 
use in the next hybridization and extension incubation interval. The details of the polymerase chain reaction, 
the temperature cyding and reaction conditions necessary for PCR as well as the various reagents and 

45 enzymes necessary to perform the reaction are described in U.S. patents 4,683,202, 4.683,195, EPO Publi- 
cation 258,017 and 4,889,818 (Taq polymerase enzyme patent) and an other PCR patents which are assigned 
to Cetus Corporation, which are hereby incorporated by reference. 

The purpose of a polymerase chain reaction is to manufacture a large volume of DNA which is identical to 
an initially supplied small volume of "seed 9 DNA. The reaction involves copying the strands of the DNA and 

so then using the copies to generate other copies in subsequent cydes. Under ideal conditions, each cyde will 
double the amount of DNA present thereby resulting in a geometric progression in the volume of copies of the 
target" or "seed* DNA strands present in the reaction mixture. 

A typical PCR temperature cyde requires that the reaction mixture be held accurately at each incubation 
temperature for a prescribed time and that the identical cyd or a similar cyd be repeated many times. Atypical 

55 PCR program starts at a sampl temperature of 94°C held for 30 seconds to denature the reaction mixture. 
Then, the temperature of the reaction mixture is lowered to 37°C and held for one minute to permit primer hyb- 
ridization. Next th temperature of the reaction mature is raised to a temperture in the range from 50°C to 72°C 
where it is held for two minutes to promote the synthesis of extension products. This completes one cyd . The 
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next PCR cycle then starts by raising the temperature of the reaction mixture to 94°C again for strand separation 
of the xtsnsion products formed in the previous cycle (denaturation). Typically, th cyde is repeated 25 to 30 
times. 

Generally, it is desirable to chang the sample temperature to the next temperature in the cyde as rapidly 
aspossibl fors v ral reasons. First th chemical reaction has an optimum temperature for each of its stages. 
Thus, less time spent at nonoptimum temp ratures means a better chemical result is achieved. Another reason 
is that a minimum time for holding the reaction mixture at each incubation temperature is required after each 
said incubation temperature is reached. These minimum incubation times establish the floor" or minimum time 
it takes to complete a cycle. Any time transitioning between sample incubation temperatures is time which is 
added to this minimum cyde time. Since the number of cydes is fairly large, this additional time unnecessarily 
lengthens the total time needed to complete the amplification. 

In some prior automated PCR instruments, the reaction mixture was stored in a disposable plastic tube 
which is dosed with a cap. A typical sample volume for such tubes was approximately 100 microliters. Typically, 
such instruments used many such tubes filled with sample DNA and reaction mixture inserted into holes called 
sample wells in a metal block. To perform the PCR process, the temperature of the metal block was controlled 
according to prescribed temperatures and times specified by the user in a PCR protocol file. A computer and 
associated electronics then controlled the temperature of the metal block in accordance with the user supplied 
data in the PCR protocol ffle defining the times, temperatures and number of cydes. etc. As the metal block 
changed temperature, the samples in the various tubes followed with similar changes in temperature. However, 
in these prior art instruments not ail samples experienced exaclly the same temperature cyde. In these pnor 
art PCR instruments, errors in sample temperature were generated by nonunrformity of temperature from place 
to place within the metal sample block, i.e., temperature gradients existed within the metal of the block thereby 
causing some samples to have different temperatures than other samples at particular times in the cyde. 
Further, there were delays in transferring heat from the sample block to the sample, but the delays were not 
the same for all samples. To perform the PCR process successfully and efficiently, and to enable so called 
■quantitative' PCR. these time delays and temperature errors must be minimized to a great extent 

The problems of minimizing time delays for heat transfer to and from the sample liquid and minimizing tem- 
perature errors due to temperature gradients or nonuniformity in temperature at various points on the metal 
block become particularly acute when the size of the region containing samples becomes large. It « a highly 
desirable attribute for a PCR instrumentto have a metal block which is large enough to accommodate 96 sample 
tubes arranged in the format of an industry standard microtiter plate. ^ . 

The microtiter plate is a widely used means for handling, processing and analyzing large numbers of small 
samples in the biochemistry and biotechnology fields. Typically, a microtiter plate is a tray which s 3 5/8 inches 
See and 5 inches long and contains 96 identical sample wells in an 8 well by 12 well rectangular array on 9 
millimeter centers. Aithough microtiter plates are available in a wide variety of materials shapes ^volumes 
of the sample wells, which are optimized for many different uses, all m-crotter plates have the same overall 
outside dimensions and the same 8 x 12 array of wells on 9 millimeter centers. A wide ^«^"*"°* " 
availafee for automating the handling, processing and analyzing of samples in this standard microtiter plate 

Generally microtiter plates are made of injection molded or vacuum formed P^^<"^£^ 
and considered disposable. Disposability is a highly desirable charactenstic because of the legal habflrtyansmg 
out of cross contamination and the difficulty of washing and drying microtiter plates afteruse_ 

It is therefore a highly desirable characteristic for a PCR instrument to be able to perform the PCR reaction 
on up to 96 samples simultaneously said samples being arranged in a microliter plat, format 

Of course, the size of th. metal block which is necessary to heat and cool 96 samples in an 8 x 12 weH 
array on 9 oximeter centers is fairiy large. This large area block creates multiple d^«^ 
terns for the design of a PCR instrument which is capable of heating and cooling such a bta * v ^ rap,dl ^ 
a ^Tture range generally from 0 to 1 00«C w,th very litHe tolerance for ^^^T^TsT^ 
pteTmese problems arise from several sources. First th. large thermal mass of ttjel *^rM «Me£ 
S move the block temperature up and down in th. operating range w«h >"«^-*"* 
attach th. block to various external devices such as manifolds for supply and w,thdrawal of cool ng^qu* block 
Lpport attachment points, and assodated other peripheral equipment creates the potential for temperature 
aradi nts to exist across the block which exceed tolerable limits. 

Th^^rTaSo numerous other conflicts between the requTements in tte des.gn of a thermal cyd.ng system 
for automated performance of the PCR reacti n or otherreaction, requiring rapid, accurate temperature cycling 
Sa.a^n^Lofsamp.es.Forexamp.e.tochang the temperature of am 

of heatmust be added to. or removed from the sample block in a short penod of time. Heat can be added from 
el^re istance heaters or by flowing a heated fluid in contact with the b.ock. Heat can be removed raprf.y 



by flow.ng a chilled fluid in t Jc: with the block However it » , ■ 

amounts of heat rapidly in a metal block by tneS e means w "h ^ clZTiLT.T^ * * rem ° Ve ' ar9e 

travel to cooler regons to eliminat the ^^e anlnX P °'' ntS ,n 1,16 Wock ™ st 

modate more sampl s. the time it take* fa tl ' J \ ^ * ^ b,0ck is mada '*Ser *» accorr, 
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» becomemarkedlylonger. ni*^?U*J^^^*^~ block can 

w,„,e ma.ntaining accurate temperature uniformity among ■~^™ '-"^««"™' n --nP'-block ra p M y 

-sJTh^ P^ * ~ « ~ nee. has ansen in the 

large distances in tne block, Anoi nt* T ° *<"Pe<™n3 gradients that extend over 

5 across mechanical bounces b^^^T«SrlLSS b, *- ,h " reqU, ' remem '** 10 

difficult to join metal parts in a way that insu™ , 1 PenpheraJ ••WPment attached to the block. It is 

Summary of the Invention 

Mmwttif. of ». action mhtL T^S^™1 JL , Sampl \ 6lo< * aM «»~PO««ng cnanow t, 
heat exchange «. being ^Z^ToTLT "2? " ^ "»~^ 

system disclosed herein * * ^ 15 13 a • ho »* r «n be used with the 

W ^ r^C.^ 52£Z£E2?"? aPPaR,tUS foraChieV,n9 ^ aCCUrate »<~- con. 
rapid temp^Z ZlT^^^T^^T^ ** ^ durin ^ *• P«*nnance of very 
sample block, sampl tul^^^^^^" " n8 " - for * 

software, a novel user infrf.ce an3Tnov2 !S ^ ^ apparatua « «" W electronics and 

Tne ins^d-c^^r^do 10 "» PCR 

tight tolerances of temp««ure control aaJLZu^JrZJ amplication on up to 96 samples with very 
down in temperaturTs^uto^ °f samples. This means that all samples go up and 

different ss^^T^^^^Z^^ " ^^"^ different weils containing 

herein is also capable TZXtn ^^*'^*™ ^ desc.bed 

process.ng up to 96 sJ^TZZ^^ TtL^ * iMtnm «« d «°*ed herein is capable of 
contamination between sampie wei,, ^ donor ^^ with substantially no cross- 
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plate for accommodation of up to 96 individual sample tubes containing DMA for thermal cyding each sample 
tube having individuaJ freedom of movement sufficient to find the best fit with the sample block under downward 
pressure from a heated cover. The microtiter plate design, by aJlowing each tube to find the b st fit, provides 
high and uniform thermal conductance from the sample block to each sample tube even if differing rates of ther- 

5 mai expansion and contraction between the metal of the block and the plastic of the sampl tube and microtiter 
plate structure caus the relative c nter-to-c nter dimensions of the wells in the sample block to chang relative 
to the center-to-center distance of the sample tubes in the disposable microtiter plate structure. 

The teachings of the invention aiso contemplate a novel method and apparatus for controlling the PCR 
instrument which inciudes the ability to continuously calculate and display the temperature of the samples being 

io processed without directiy measuring these temperatures. These calculated temperatures are used to control 
the time that the samples are held within the given temperature tolerance band for each target temperature of 
incubation. The control system also controls a three-zone heater thermally coupled to the sample block and 
gates fluid flow through directionally interlaced ramp cooling channels in the sample block which, when com- 
bined with a constant bias cooling flow of coolant through the sample block provides a facility to achieve rapid 

15 temperature changes to and precise temperature control at target temperatures specified by the user. The 
method and apparatus for controlling the three-zone heater inciudes an apparatus for taking into account, 
among other things, the line voltage, block temperature, coolant temperature and ambient temperature in cal- 
culating the amount of electrical energy to be supplied to the various zones of the three-zone heater. This heater 
has zones which are separately controllable under the edges or 'guard bands" of the sample block so that 

20 excess heat losses to the ambient through peripheral equipment attached to the edges of the sample block 
can be compensated. This helps prevent thermai gradients from forming. 

The teachings of the invention also contemplate a novel method and apparatus for preventing loss of sol- 
vent from the reaction mixtures when the samples are being incubated at temperatures near their boiling point 
A heated platen covers the tops of the sample tubes and is in contact with an individual cap which provides a 

25 gas-tight seal for each sample tube. The heat from the platen heats the upper parts of each sample tube and 
the cap to a temperature above the condensation point such that no condensation and retluxing occurs within 
any sample tube. Condensation represents a relatively large heat transfer since an amount of heat equal to 
the heat of vaporization is given up when water vapor condenses. This could cause large temperature variations 
from sample to sample rf the condensation does not occur uniformly. The heated platen prevents any conden- 

30 sation from occurring in any sample tube thereby minimizing this source of potential temperature errors. Th 
use of the heated platen also reduces reagent consumption. 

Furthermore, the heated platen provides a downward force for each sample tube which exceeds an ex- 
perimentally determined minimum downward force necessary to keep all sample tubes pressed firmly into the 
temperature controlled sample block so as to establish and maintain uniform block-to-tube thermal conductance 

35 for each tube. This uniformity of thermal conductance is established regardless of variations from tube to tube 
in length, diameter, angle or other dimensional errors which otherwise could cause some sample tubes to fit 
more snugly in their corresponding sample wells than other sample tubes. 

The heated platen softens the plastic of each cap but does not totally destroy the caps elasticity. Thus, a 
minimum threshold downward forced is successfully applied to each tube despite differences in tube height 

40 from tube to tube. 

The PCR instrument described herein reduces cycle times by a factor of 2 or more and lowers reagent cost 
by accommodating PCR volumes down to 20 uh but remains compatible with the industry standard 0. 5 mi micro- 
centrifuge tube. 

45 Brief Description of the Drawings 

Figure 1 is a block diagram of the thermai cycler according to the teachings of the invention. 

Figure 2 is a plan view of a sample block according to the teachings of the invention. 

Figure 3 is a side, elevation view of the sample block showing the bias and ramp cooling channels, 
so Figures 4. and 5 are end, elevation views of the sample block. 

Figure 6 is a sectional view of the sample block taken along section tine 6-6' in Figure 2. 

Figure 7 is a sectional view of the sample block taken along section line 7-7' in Figure 2. 

Figure 8 is a sectional view of th sample block taken along section line 8-8' in Figure 2. 

Figure 9 is a cross-sectional, elevation view of the sample block structure after assembly with the three- 
55 zon film heater and block support 

Figure 10 is a graph of pow r line voltage illustrating the form of power control to the three-zone film heater. 

Figure 1 1 is a temperature graph showing a typical three incubation temperature PCR protocol. 

Figure 12 is a cross-s ctional view of the sample block illustrating the local zon concept. 
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Figure 13 is a plan view of th three-zone heater 

fo/r^h 4 fs^x ofsamp,eiemp ra " re ^™«^ 

Figure 15 is a cross-s ctional view of a sampl tube and cap seated in the sampl block. 
Figure 16A is a graph of the impulse r sponse of an RC circuit. 
Figure 168 is a graph of an impulse excitation pulse. 

Figure 16C is a graph illustrating how th convolution of th thermal impulse response and the temo rah™ 
h.story of the block give the calculated sample temperature «*Ponse and the temp ratm, 

^ Fkjure 1 6D illustrates the e.ectrical analog of the thermal response of the sample block/sample tube sys- 
Figure 1 7 illustrates how the calculated temperatures of six different samples all converge on a taroet tern- 

EST*? thlT °- 5 ° C ° f 630,1 0Uler ^ ^ C ° nStantS ° f P^o-* 
control the three zone heater are properly set 

^Rgure 18 is a graph fllustrating how the denaturation target temperature affects the amount of DNA gerv 

Figure 1 9 is a cross-sectional view of the sliding cover and heated platen 
platen^ ^ '* Pef3PeCtiVe VieW ° f * e S,iding bl <** and the knob used to lower the heated 

ruJ^TJ^ 3 C^DSS : SeCti0na, Vi6W 0f the assemb,v of ono embodiment of the frame, retainer, sample 
tube and cap when seated on a sample block. k 

^mS 9 ^ 1 ^ 3 Cr °! 3 " SeCti0nai ViCW 0f * e assemb, y * the preferred embodiment of the frame, retainer 
sample tube and cap when seated on the sample block. 

Figure 22 is a top. plan view of the plastic disposable frame for the microliter plate. 

Figure 23 is a bottom, plan view of the frame. 

Figure 24 is an end. elevation view of the frame. 

Figure 25 is another end, elevation view of the frame. 

Figure 26 is a crass-sectional view of the frame taken along section line 26-26' in Figure 22. 

Figure 27 is a cross-sectional view of the frame taken along section line 27-27' in Figure 22. 

Figure 28 is an edge elevation view and partial section of the frame. 

Figure 29 is a sectional view of the preferred sample tube. 

Figure 30 is a sectional view of the upper part of the sample tube. 

Figure 31 is an elevation view of a portion of the cap strip. 

Figure 32 is a top view of a portion of the cap strip. 

Figure 33 is a top. plan view of the plastic disposable retainer portion of the 96 well microliter tray 
Figure 34 is a side, elevation view with a partial section of the retainer. 
Figure 35 is an end, elevation view of the retainer. 

Figure 36 is a sectional view of the retainer taken along section line 36-36' in Figure 33 
Figure 37 is a sectional view of the retainer taken along section line 37-37' in Figure 33 
Figure 38 is a plan view of the plastic disposable support base of the 96 well microtitor tray 
Figure 39 is a bottom plan view of the base. 
Figure 40 is a side elevation view of the base. 
Figure 41 is an end elevation view of the base. 

Figure 42 is a sectional view of the support base taken along section line 42-42' in Figure 38 
Figure 43 » a sectional view of the support base taken along section line 43^3' in Figure 38 
Figure 44 is a section view of the base taken along section line 44-44' in Figure 38 
Figure 45 is a perspective exploded view of the plastic disposable terns that comprise the microliter tray 
with some sample tubes and caps in place. y 
Figure 46 is a diagram of the coolant control system ?4 in Figure 1. 

Figures 47A and 47B are a block diagram of the control electronics according to the teachings of the inverv 

bon. 

Figure 48 is a schematic of a typical zener temperature sensor. 
Figure 49 is a time line diagram of a typical sample period. 

„ AV ^? 50 '* dovation sectional view of a tail thin walled sample tube marketed under the trademark 
MAX1AMP. 

Figure 51 is a graph showing the difference in response tim between the thin wailed sample tubes and 
th thick walled prior art tubes. 

Figure 52 is a plan view of a sample tube and cap. 

Figure 53 and 54 are flow charts of the power up test sequence. 
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Detailed Description of the Invention 
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Referring to Figure 1 there is shown a block diagram of th major system components of one embodim nt 
of a computer directed instrument for performing PCR according to the teachings of the inv ntion. Sample mixt- 
ures induding th DNA or RNA to be amplified are placed in the temperature-programmed sample block 12 
and are covered by heated cov r 14. 

A user supplies data defining time and temperature parameters of the desired PCR protocol via a terminaJ 
16 induding a keyboard and display. The keyboard and display are coupled via bus 18 to a control computer 
20 (hereafter sometimes referred to as a central processing unit or CPU). This centra] processing unit 20 
indudes memory which stores the control program described below, the data defining the desired PCR protocol 
and certain calibration constants described below. The control program causes the CPU 20 to control tempera- 
ture cyding of the sample block 12 and implements a user interface which provides certain displays to the user 
and which receives data entered by the user via the keyboard of the terminaJ 16. 
In the preferred embodiment the centra] processing unit 20 is custom designed. 
15 A block diagram of the electronics will be discussed in more detail below. In alternative embodiments, the 

centrai processing unit 20 and associated peripheral electronics to control the various heaters and other elec- 
tro-mechanical systems of the instrument and read various sensors could be any general purpose computer 
such as a suitably programmed personal computer or microcomputer. 

The samples 10 are stored in capped disposable tubes which are seated in the sample block 12 and are 
20 thermaJly isolated from the ambient air by a heated cover 14 which contacts a plastic disposable tray to be des- 
cribed below to form a heated, endosed box in which the sample tubes reside. The heated cover serves, among 
other things, to reduce undesired heat transfers to and from the sample mixture by evaporation, condensation 
and refluxing inside the sample tubes. It also reduces the chance of cross contamination by keeping the insides 
of the caps dry thereby preventing aerosol formation when the tubes are uncapped. The heated cover is in con- 
25 tact with the sample tube caps and keeps them heated to a temperature of approximately 104°C or above the 
condensation points of the various components of the reaction mixture. 

The central processing unit 20 indudes appropriate electronics to sense the temperature of the heated 
cover 14 and control electric resistance heaters therein to maintain the cover 14 at a predetermined tempera- 
ture. Sensing of the temperature of the heated cover 1 4 and control of the resistance heaters therein is accom- 
30 piished via a temperature sensor (not shown) and bus 22. 

A cod ant control system 24 continuously drculates a chilled liquid coolant such as a mixture of automobile 
antifreeze and water through bias cooling channels (not shown) in the sample block 12 via input tubes 26 and 
output tube 28. The coolant control system 24 also controls fluid flow through highervolume ramp cooling fluid 
flow paths (not shown) in the sample block 12. The ramp cooling channels are used to rapidly change the tern- 
35 perature of the sample block 1 2 by pumping large volumes of chilled liquid coolant through the block at a rela- 
tively high flow rate. Ramp cooling liquid coolant enters the sample block 12 through tube 30 and exits the 
sample block through tube 32. The details of the coolant control system are shown in Figure 46. The coolant 
control system wOl be discussed more fully below in the description of the electronics and software of the control 
system. 

40 Typically, the liquid coolant used to chill the sample block 12 consists mainly of a mixture of water and 

ethylene glycol. The liquid coolant is chilled by a heat exchanger 34 which receives liquid coolant which has 
extracted heat from the sample block 1 2 via input tube 36. The heat exchanger 34 receives compressed liquid 
freon refrigerant via input tube 38 from a refrigeration unit 40. This refrigeration unit 40 indudes a compressor 
(not shown), a fan 42 and a fln tube heat radiator 44. The refrigeration unit 40 compresses freon gas received 

45 from the heat exchanger 34 via tube 46. The gaseous freon is cooled and condensed to a liquid in the fin tube 
condenser 44. The pressure of the liquid freon is maintained above its vapor pressure in the fin tube condenser 
by a flow resric tor capillary tube 47. The output of this capSiary tube is coupled to the input of the heat exchanger 
34 via tube 36. In the heat exchanger, the pressure of the freon is allowed to drop below the freon vapor press- 
ure, and the freon expands. In this process of expansion, heat is absorbed from the warmed liquid coolant cir- 

50 culating in the heat exchanger and this heat is transferred to the freon thereby causing the freon to boil. The 
warmed freon is then extracted from the heat exchanger via tube 46 and is compressed and again circulated 
through the fin tube condenser 44. The fan 42 blows air through the fin tube condenser 44 to cause heat in the 
freon from tube 46 to be exchanged with the ambient air. As symbolized by arrow 48. The refrigeration unit 
40 should be capable of extracting 400 watts of h at at 3 0°C and 100 watts of heat at 10*C from th liquid coolant 

55 to support the rapid temperature cyding according to the t achings of the invention. 

In the pr ferred mDodim nt, the apparatus of Rgure 1 is nciosed within a housing (not shown). Th heat 
46 xpeiledtoth ambient air is k pt within the housing to aid in evaporation of any condensation which occurs 
on the various tubes carrying chilled liquid coolant or freon from one place to another. This condensation can 
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cause corrosion of metals ustu in the construction of the unit or the electronic cu.uitry and should be removed 
Expelling the heat 48 mside the endosure helps evaporate any condensation to prev nt corrosion. 

After exchanging its heat with trie freon, the liquid coolant exits the heat exchanger 34 via tube 50 and reen- 
ters the coolant control system where it is gated as needed to the sample block during rapid cooling portions 
5 of the PCR cyde defined by data entered by the user via t rminal 16. 

As noted above, the PCR protocol involves incubations at at least two different temperatures and oft n 
three different temperatures. A typical PCR cyde is shown in Figure 1 1 with a denaturation incubation 170 don 
at a temperature near 94°C. a hybridization incubation 122 done at a temperature near room temperature (25°C- 
37°C) and an extension incubation 1 74 done at a temperature near 50°C. These temperatures are substantially 
, ^.w.w.w.*, n, CO no 1 1 iuji uo rucu luiinjvouie temperature or cne reaction mixture of aJI the sam- 
ples rapidly from one temperature to another. The ramp cooling system is the means by which the temperature 
of the sample block 12 is brought down rapidly from the high temperature denaturation incubation to the lower 
temperature hybridization and extension incubation temperatures. Typicaily the coolant temperature is in the 
range from 10-20°C. When the coolant is at 20°C it can pump out about 400 watts of heat from the sample 
15 block. Typicaily the ramp cooling channel dimensions, coolant temperature and coolant flow rate are set such 
that peak cooling of 5°-6°C per second can be achieved near the high end of the operating range (1 00°C) and 
an average cooling rate of 2.5°C per second is achieved in bringing the sample block temperature down from 
94°C to 37°C. 

The ramp cooling system, in some embodiments, may also be used to maintain the sample block tempera- 

20 ture at or near the target incubation temperature also. However, in the preferred embodiment, small temperature 
changes of the sample block 12 in the downward direction to maintain target incubation temperature are 
implemented by the bias cooling system. 

As seen in Figure 46 f a pump 41 constantly pumps coolant from a filter/reservoir 39 (1 30 milliliter capacity) 
via 1/2" pipe and pumps it via a 1/2" pipe to a branching intersection 47. The pump 41 supplies coolant to pipe 

25 45 at a constant flow rate of 1-1 .3 gallons per minute. At the intersection 47. a portion of the flow in tube 45 is 
diverted as the constant flow through the bias coding channels 49. Another portion of the flow in tube 45 is 
diverted through a flow restrictor 51 to output tube 38. Flow restrictor 51 maintains sufficient pressure in the 
system such that a positive pressure exists at the input 53 of a two state solenoid operated valve 55 under the 
control of the CPU 20 via bus 54. When ramp cooling is desired to implement a rapid downward temperature 

30 change, the CPU 20 causes the solenoid operated valve 55 to open to allow flow of coolant through the ramp 
cooling channels 57. There are 8 ramp cooling channels so the flow rate through each ramp cooling channel 
is about 1/8 gallon per minute. The flow rate through the bias cooling channels is much less because of the 
greatly restricted cross- sectional area thereof. 

The bias coding system provides a smaJI constant flow of chiled coolant through bias coding channels 

35 19 in the sample block 12. This causes a constant small heat loss from the sample block 12 which is compen- 
sated by a multi-zone heater 156 which is thermally coupled to the sample block 12 for incubation segments 
where the temperature of the sample block is to maintained at a steady value!' The constant small heat loss 
caused by the bias coding flow allows the control system to implement proportional control both upward and 
downward in temperature for small temperatures. This means both heating and cooling at controlled, predict- 

40 able, small rates is available to the temperature servo system to correct for block temperature errors to cause 
the block temperature to faithfully track a PCR temperature profile entered by the user. The alternative would 
be to cut off power to the film heater and allow the sample block to cod by giving up heat to the ambient by 
radiation and convection when the block temperature got too high. This would be too slow and too unpredictable 
to meet tight temperature control specifications for quantitative PCR cycling. 

4S This multi-zone heater 156 is controlled by the CPU 20 via bus 52 in Figure 1 and is the means by which 

the temperature of the sample block 12 is raised rapidly to higher incubation temperatures from lower incubation 
temperatures and is the means by which bias cooling is compensated and temperature errors are corrected in 
the upward direction during temperature tracking and control during incubations. 

In alternative embodiments, bias coding may be eliminated or may be supplied by other means such as 

50 by the use of a coding fan and coding fins formed in the metal of the sample dock, peitier junctions or constantly 
circulating tap water. Care must be taken however in these alternative embodiments to insure that temperature 
gradients are not created in the sample block which would cause the temperature of some samples to diverge 
from the temperature of other samples thereby possibly causing different PCR amplification results in some 
sample tubes than in others. In the preferred embodiment, the bias coding is proportional to th difference be- 

55 tween the block temperature and the cod ant temperature. 

Th CPU 20 controls the temperature of th sample block 12 by s nsing the temperature of the metal of 
th sample block via temperature sensor 21 and bus 52 in Figure 1 and by sensing the temperature of the dr- 
cuiating cod ant liquid via bus 54 and a temperature sensor in the cod ant control system. Th temperature sen- 
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sorfor the coolant is shown at 61 in Figure 46. The CPU also senses the internal ambient air temperatur within 
the housing of the system via an ambi nt air temperature sensor 56 in Figure 1. Further, the CPU 20 senses 
the line voltage for th input power on line 58 via a sensor symbolized at 63. AJI these items of data together 
with Items of data entered by the user to define th desired PCR protocol such as target temperatures and tim s 
for incubations are used by a control program to be describ d in more detail below. This control program cal- 
culates th amount of power to apply to me various zones of the multi-zone sampl block film h ater 156 via 
tho bus 52 and generates a coolant control signal to open or dos the solenoid operated vaJv 55 in the coolant 
control system 24 via bus 54 so as to cause the temperature of the sample block to follow the PCR protocol 
defined by data entered by the user. 

Referring to Fgure 2, there is shown a top view of the sample block 12. The purpose of the sample biock 
12 is to provide a mechanical support and heat exchange element for an array of thin walled sample tubes where 
heat may be exchanged between the sample liquid in each sample tube and liquid coolant flowing in the bias 
cooling and ramp cooling channels formed in the sample block 12. Further, it is the function of the sample block 
12 to provide this heat exchange function without creating large temperature gradients between various ones 
of the sample wells such that all sample mixtures in the array experience the same PCR cycle even though 
they are spatially separated. It is an overall objective of the PCR instrument described herein to provide very 
tight temperature control over the temperature of the sample liquid for a plurality of samples such that the tem- 
perature of any sample liquid does not vary appreciably (approximately plus or minus 0.5°C) from the tempera- 
ture of any other sample liquid in another well at any point in the PCR cycle. 
20 There is an emerging branch of PCR technology caJled 'quantitative' PCR. In this technology, the objectiv 

is to perform PCR amplification as precisely as possible by causing the amount of target DNA to exactiy double 
on every cycle. Exact doubling on every cyde is difficult or impossible to achieve but tight temperature control 
helps. 

There are many sources of errors which can cause a failure of a PCR cyde to exactly double the amount 

25 of target DNA (hereafter DNA should be understood as aJso referring to RNA) during a cyde. For example, in 
some PCR amplifications, the process starts with a single cell of target DNA. An error that can easily occur 
results when this single ceil sticks to the wall of the sample tube and does not amplify in the first several cydes. 

Another type of error is the entry of a foreign nuclease into the reaction mixture which attacks the foreign" 
target DNA. AJI cells have some nonspecific nudease that attacks foreign DNA that is loose in the ceil. When 

ao this happens, it interferes with or stops the replication process. Thus, if a drop of saiiva or a dandruff particle 
or material from another sample mixture were inadvertently to enter a sample mixture, the nudease materials 
in these cells could attack the target DNA and cause an error in the amplification process. It is highly desirable 
to eliminate ail such sources of cross-contamination. 

Another source of error is nonprecise control over sample mixture temperature as between various ones 

35 of a multiplicity of different samples. For example, if all the samples are not precisely controlled to have the 
proper annealing temperature (a user selected temperature usually in the range from 50 to 60°C) for the exten- 
sion incubation certain forms of DNA will not extend properly. This happens because the primers used in the 
extension process anneal to the wrong DNA if the temperature is too low. If the annealing temperature is too 
high, the primers will not anneal to the target DNA at ail. 

40 One can easily imagine the consequences of performing the PCR amplification process inaccurately when 

PCR amplification is part of diagnostic testing such as for the presence HIV antibodies, hepatitis, or the piW 
sence of genetic diseases such as sickle cell anemia, eta A false positive or false negative result in such diag- 
nostic testing can have disastrous personal and legal consequences. Accordingly, it ts an object for the design 
of the PCR irtstrurnent described herein to eliminate as many of these sources of possible errors as possible 

45 such as cross-contamination or poor temperature control while providing an instrument which is compatible will 
the industry standard 96-well microliter plate format The instrument must rapidly perform PCR in a flexible man- 
ner with a simple user interface. 

In the preferred embodiment the sample block 12 is machined out of a solid block of relatively pure but 
corrosion resistant aluminum such as the 6061 aluminum aJloy. Machining the block structure out of a solid 

so block of aluminum results in a more thermally homogenous structure. Cast aluminum structures tend not to be 
as thermally homogenous as is necessary to meet the very tight desired temperature control specifications. 

Sample block 12 is capable of rapid changes in temperature because the thermal mass of the block is kept 
low. This is done by the formation in the block of many cooling passageways, sample wells, grooves and other 
threaded and unthreaded holes. Some of thes holes are used to attach the block to supports and to attach 

55 external devices such as manifolds and spdlage trays thereto. 

To best appreciate the •honeycomb" nature of th sampl block structure, the reader should refer simul- 
taneousiy to Figure 2 which shows the block in plan view as w II as Figures 3 through 8 which show elevation 
views and strategically located sect* naJ views of the sampl block. For example, Figure 3 is a side I vation 
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view showing the cooling channel positions taken from tne vantage point of the view line 3-3' in Figure 2 The 
elevation view of th sample block 12. looking at the opposite edge, is identical. Figure 4 is an el vation view 
of the dge of the sample block 12 from the perspective of view line 4-4' in Figure 2. Figure 5 is an el vation 
view or the end of the sample block 12 taken from the perspective of view line 5-5' in Figure 2. Figure 6 is a 
sectional view of the sample block 12 taken along the section line 5-6' in Figure 2. Figure 7 is a s ctionai vi w 
of the sampl block 1 2 taken aJong section line 7-7' in Figure 2. Figure 8 is a sectional view of th sample block 
12 taken along section line 8-8* in Figur 2. 

The top surface of the sample block 12 is drilled with an 8 x 12 array of conical sample wells of which wells 
66 and 68 are typical. The conical configuration of each sample well is best seen if Figure 8. The walls of each 
sample well are drilled at an angle of 17* to match the angle of the conical section of each sample tube. This 
is done by drilling a pilot hole having the diameter in Figure 8. Then a 1 7° countersink is used to form the 
conical wails 67. 

The bottom of each sample well includes a sump 70 which has a depth which exceeds the depth of pene- 
tration of the tip of the sample tube. The sump 70 is created by the pilot hole and provides a small open space 
is beneath the sample tube when the sample tube is seated in the corresponding sample well. This sump provides 
a space for liquid such as condensation that forms on the well walls to reside without interfering with the tight 
fit of each sample tube to the walls of the sample well. This tight fit is necessary to insure that the thermal con- 
ductance from the well wall to the sample liquid is uniform and high for each sample tube. Any contamination 
in a well which causes a loose fit for one tube will destroy this uniformity of thermal conductance across the 

20 array. That is, because liquid is substantially uncompressible at the pressures involved in seating the sample 
tubes in the sample wells, if there were no sump 70, the presence of liquid in the bottom of the sample well 
could prevent a sample tube from fully seating in its sample well. Furthermore, the sump 70 provides a space 
in which a gaseous phase of any liquid residing in the sump 70 can expand during high temperature incubations 
such that large forces of such expansion which would be present if there were no sump 70 are not applied to 

25 the sample tube to push the tube out of flush contact with the sample well. 

It has been found experimentally that it is important for each sample tube to be in flush contact with its cor- 
responding sample well and that a certain minimum threshold force be applied to each sample tube to keep 
the thermal conductivity between the walls of the sample well and the reaction mature uniform throughout the 
array. This minimum threshold seating force is shown as the force vector F in Figure 15 and is a key factor in 

30 preventing the thermal conductivity through the walls of one sample tube from being different than the thermal 
conductivity through the walls of another sample tube located elsewhere in the block. The minimum threshold 
seating force F is 30 grams and the preferred force level is between 50 and 100 grams. 

The array of sample wells is substantially completely surrounded by a groove 78, best seen in Figures 2, 
6 and 8, which has two functions. The main function is to reduce the thermal conductivity from the central area 

35 of the sample block to the edge of the block. The groove 78 extends about 2/3 through the thickness of the 
sample block. This groove minimizes the effects of unavoidable thermal gradients caused by the necessary 
mechanical connections to the block of the support pins, manifolds, etc. A secondary function is to remove ther- 
mal mass from the sample block 12 so as to allow the temperature of the sample block 12 to be altered more 
rapidly and to simulate a row of wells in the edge region called the "guard band'. The amount of metal removed 

40 by the portion of the groove 78 between points 80 and 82 in Figure 2 is designed to be substantially equal to 
the amount of metal removed by the adjacent column of eight sample wells 83 through 90. The purpose of this 
is to match the thermal mass of the guard band to the thermal mass of the adjacent local zone", a term which 
will be explained more fully below. 

Referring specifically to Figures 3, 6 and 8, there is shown the number and relative positions of the various 

45 bias cooling and ramp cooling channels which are formed in the metal of the sample block 12. There are nine 
bias cooling channels marked with reference numerals 91 through 99. Likewise, there are eight ramp cooling 
channels marked with reference numerals 100 through 107. 

Each of these bias cooling and ramp cooling channels is gun drilled through the aluminum of the sample 
block. The gun drilling process ts well known and provides the ability to drill a long, very straight hole which is 

50 as dose as possible to the bottom surface 1 10 of the sample block 12. Since the gun drilling process drils a 
straight hole, this process is preferred so as to prevent any of the bias cooling or ramp cooling channels from 
straying during the drilling process and penetrating the bottom surface 110 of the sample block or otherwise 
altering its position relative to the other cooling channels. Such mis positioning could cause undesirable tem- 
perature gradients by upsetting the local balance" and local symmetry - of the locaJ zones. These concepts 

55 are explained below, but for now the reader should understand that these notions and the structures which 
implem nt them are k y to achieving rapid temperature cyding of up to 96 samples without creating excessrv 
temperature errors as between different sample wells. 

Th bias cooling channels 91 through 99 are lined with silicone rubber in the preferred embodim nt to 
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reduce the th anal conductivity across the wall of the bias cooling chann I. Lowering of the thermal conductivity 
across th channel wall in the bias cooling channels is preferred so as to prev nt too rapid of a chang in tem- 
peratur of th sample block 12 when the mult>-zone heater 156 is turned off and heat loss from the sample 
block 12 is primarily through the bias cooling channels. This is the situation during the control process carried 

5 out when the samp! block temperature has strayed slightly above tfie desired targ t incubation temperature 
and th control system is attempting to bring the sampl block temperatur back down to the user's specified 
incubation temperature. Too fast a cooling rate in this situation could cause overshoot of the desired incubation 
temperature before the control system's servo feedback loop can respond although a "controlled overshoot* 
algorithm is used as will be described below. Since the block temperature servo feedback loop has a time can- 
to stant for reacting to stimuli, it is desirable to control the amount of neating and cooling and the resulting rate 
of temperature change of the sample block such that overshoot is minimized by not changing the sample block 
temperature at a rate faster than the control system can respond to temperature errors. 

tn the preferred embodiment, the bias cooling channels are 4 millimeters in diameter, and the silicone rub- 
ber tube has a one millimeter inside diameter and a 1 .5 millimeter wall thickness. This provides a bias cooling 

15 rate of approximately 0.2°C per second when the block is at the high end of the operating range, i.e., near 100°C, 
and a bias cooling rate of approximately 0.1 °C per second when the sample block 12 is at a temperature in 
the lower end of the operating range. The coolant control system 24 in Figure 1 causes a flow rate for coolant 
in the bias cooling channels of approximately 1/20th to 1/30th of the flow rate for liquid coolant through the ramp 
cooling channels, 100 through 107. The bias cooling and ramp cooling channels are the same size, i.e., 4 mil- 

20 limeters in diameter, and extend completely through the sample block 12. 

The bias cooling channels are lined by inserting a stiff wire with a hook at the end thereof through the bias 
cooling channel and hooking it through a hole in the end of a silicone rubber tube which has an outside diameter 
which is slightly greater than 4 millimeters. The hook in the wire is then placed through the hole in the silicone 
rubber tube, and the silicone tube is pulled through the bias cooling channel and cut off flush with the end sur- 

25 faces of the sample block 12. 

Threaded holes 108 through 1 14 are used to bolt a coolant manifold to each side of the sample block 12. 
There is a coolant manifold bolted to each end of the block. These two coolant manifolds are coupled to the 
coolant channels 26, 28, 30 and 32 in Figure 1, and are affixed to the sample block 12 with a gasket material 
(not shown) interposed between the manifold and the sample block metal. This gasket prevents leaks of coolant 

30 and limits the thermal conductivity between the sample block 1 2 and the manifold which represents a heat sink. 
Any gasket material which serves the above stated purposes will suffice for practicing the invention. 
The positions of the bias cooling and ramp cooling channels relative to the position of the groove 78 are 
best seen in the sectional view of Figure 6. The positions of the bias cooling and ramp cooling channels relative 
to the positions of the sample wells is best seen in Figure 8. The bias cooling and ramp cooling channels are 

35 generally interposed between the positions of the tips of the sample wells. Further, Figure 8 reveals that the 
bias cooling and ramp cooling channels such as channels 1 06 and 97 cannot be moved in the positive z direction 
very far without risking penetration of the wails of one or more sample wells. Likewise, the cooling channels 
cannot be moved in the negative z direction very far without creating the possibSity of penetrating the bottom 
surface 116 of the sample block 12. For darity, the positions of the bias and ramp cooling channels are not 

40 shown in hidden lines in Figure 2 relative to the positions of the sample wells and other structures. However, 
there is either a bias cooling channel or a ramp cooling channel between every column of sample wells. 

Referring to Figure 2* the holes 118, 119, 120 and 121 are threaded and are used to attach the sampl 
block 12 to machinery used to machine the various holes and grooves formed therein. In Figures 2, 4 and 5, 
the holes 124, 125, 126 and 127 are used to attach the sample block 12 to a support bracket shown in Figure 

45 9 to be described in more detail below. Steel bolts extend through this support bracket into the threaded holes 
124 through 127 to provide mechanical support of the sample block 12. These steel bolts also represent heat 
sinks or heat sources which tend to add thermal mass to the sample block 12 and provide additional pathways 
for transfer of thermal energy between the sample block 12 and the surrounding environment These support 
pins and the manrfokJs are two important factors in creating the need for the guard bands to prevent the thermal 

so energy transferred back and forth to these peripheral structures from affecting these sample temperatures. 

Referring to Figure 5, the holes 128, 130 and 132 are mounting holes for an integrated circuit temperature 
sensor (not shown) which is inserted into the sample block through hole 128 and secured thereto by bolts which 
fasten to threaded holes 130 and 132. The xtentof penetration of the hoi 1 28 and the reJativ posrtionofth 
temperature sensor to the groove 78 and the adjacent column of sampl wells is best seen in Figure 2. 

55 Referring to Figure 2, holes 134 through 143 are mounting holes which are used to mount a spfll collar 147 

(not shown). This spill collar 147 is shown in Figure 19 d tailing th structure of the heated platen 14, sliding 
cover 31 6 and I ad screw assembly 312. The purpos of the spill collar is to prev nt any liquid spilled from th 
sample tubes from getting inside the instrument casing wh re it could cause corrosion. 
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Referring to Figure 9, ttiw.^ is shown in cross- section a view of -he suppc ,stem and multi-zone heater 
156 configuration for the sample block 12. The sample block 12 is supported by four bolts of which bolt 146 is 
typicaJ. These four bolts pass through upright members of a steel support brackeM48. Two large coj springs 
150 and 152 are compressed between a horizontal portion of the support bracket 148 and a steel pr ssure 
5 plate 154. Th springs 150 and 152 are compressed sufficiently to supply approximately 300 lbs. per square 
inch of force in the positive z direction acting to compr ss a film heater 156 to the bottom surface 116 of the 
sample block 12. This three layer film h ater structure is comprised of a .multi-zone film heater 156, a silicone 
rubber pad 1 58 and a layer of epoxy resin foam 1 60. In the preferred embodiment th film heater 1 56 has thr e 
separately controllable zones. The purpose of the film heater 1 56 is to supply heat to the sample block 1 2 under 

w the control of the CPU 20 in Figure 1. The purpose of the silicone rubber pad 158 is to lower the thermal con- 
ductivity from the film heater layer 1 56 to the structures below. These lower structures serve as heat sinks and 
heat sources between which undesired heat energy may be transferred to and from the sample block 12. The 
silicone rubber pad 1 58 has the additional function of compensating for surface irregularities in the film heater 
156 since some film heaters embody nichrome wires and may not be not perfectly flat 

is The purpose of the steel plate 154 and the epoxy resin foam 160 is to transfer the force from the springs 

150 and 152 to the silicone rubber pad 158 and the multi-zone film heater 156 so as to compress the film heater 
to the bottom surface 116 of the sample block with as flush a fit as possible. The epoxy resin foam should be 
stiff so as to not be crushed under the force of the springs but it should also be a good insulator and should 
have low thermal mass, i.e., it should be a nondense structure. In one embodiment the foam 160 is manufac- 

20 tured under the trademark ECKO foam. In alternative embodiments, other structures may be substituted for 
the silicone rubber layer 1 58 and/or the epoxy resin foam layer 1 60. For example, a stiff honeycomb structure 
such as is used in airplane construction could be placed between the pressure plate 154 and the film heater 
156 with insulating layers therebetween. Whatever structure is used for layers 158 and 160 should not absorb 
substantial amounts of heat from the sample block 12 while the block is being heated and should not transfer 

25 substantial amounts of heat to the sample block 12 when the block is being cooled. Perfect isolation of the block 
from its surrounding structures however, is virtually impossible. Every effort should be made in designing alter- 
native structures that will be in contact with the sample block 12 so as to thermally isolate the sample block 
from its environment as much as possible to minimize the thermal mass of the block and enable rapid tem- 
perature changes of the sample block and the sample mixtures stored therein. 

30 Precise temperature control of the sample block temperature is achieved by the CPU 20 in Figure 1 by 

controlling the amount of heat applied to the sample block by the multi-zone film heater 156 in Figure 9. The 
film heater is driven using a modified form of pulse width modulation. First, the 120 volt waveform from the power 
line is rectified to preserve only half cycles of the same polarity. Then portions of each half cyde are gated to 
the appropriate zones of the foil heater, with the percentage of each half cyde which is applied to the various 

35 zones of the foil heater being controlled by the CPU 20. 

Figure 10 illustrates one embodiment of a power control concept for the film heater 156. Figure 10 is a diag- 
ram of the voltage waveform of the supply line voltage. Rectification to eliminate the negative half cyde 162 
occurs. Only positive half cydes remain of which half cyde 164 is typical. The CPU 20 and its associated 
peripheral electronic circuitry then controls the portion of each half cyde which is applied to the various zones 

40 of the film heater 156 by selecting a portion of each half cyde to apply according to a power level computed 
for each zone based upon equations given below for each zone. That is, the dividing line 1 66 is moved forward 
or backward aiong the time axis to control the amount of power to the film heater based upon a number of factors 
which are related in a special equation for each zone. The cross-hatched area under the positive half cyde 
164 represents the amount of power applied to the film heater 156 for the illustrated position of the dividing 

45 line 166. As the dividing line 166 is moved to the right more power is applied to the film heater, and the sample 
block 1 2 gets hotter. As the dividing line is moved to the left along the time axis, the cross-hatched area becomes 
smaller and less power is applied to the film heater. How the CPU 20 and its associated software and peripheral 
circuitry control the temperature of block 12 wtH be described in more detail below. 

The amount of power supplied to the film heater is continuously variable from 0 to 600 watts. In alternative 

so embodiments, the amount of power supplied to the film heater 1 56 can be controlled using other schemes such 
as computer control over the current flow through or voltage applied to a DC film heater or by the zero crossing 
switching scheme described below. 

In other embodiments, heating control of the sample block 12 may be performed by control over the flow 
rate and/or temperature of hot gases or hot liquid which is gated through heating control channels which are 

55 formed through th metal of the sample block 12. Of course in such aJtemativ embodiments, the number of 
sample wells in the block would have to be reduced since there is no room for additional heating channels in 
the sample block 12 shown in Figures 2 through 8. Such alternative embodiments could still be compatible with 
the 96-weil micro titer plate format rf, for example, every other well were removed to make room for a heating 
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cfiannel in the sample block. This would provide compatibility only as to the dimensions of such microtiter plates 
and net as to th simultaneous processing of 96 different samples. Care must be taken to preserve local baJance 
and local symmetry in these alternative embodiments. 

In th embodiment described herein, the maximum power that can be delivered to the block via the film 

5 heater is 1100 watts. This limitation arises from the thermal conductivity of th block/heater interface. It has 
been found experimentally that the supply of more than approximately 1 100 watts to the film heater 156 will 
frequently cause self-destruction of the device. 

Typical power for heating or cooling when controlling block temperatures at or near target incubation tem- 
peratures is in the range of plus or minus 50 watts. 

w Referring to Figure 1 1 , there is shown a time versus temperature plot of a typical PCR protocol. Large down- 

ward changes in block temperature are accomplished by gating chilled liquid coolant through the ramp cooling 
channels while monitoring the sample block temperature by the temperature sensor 21 in Figure 1. Typically 
these rapid downward temperature changes are carried out during the ramp following the denaturation incu- 
bation 170 to the temperature of hybridization incubation 172. Typically, the user must specify the protocol by 

is defining the temperatures and times in one fashion or another so as to describe to the CPU 20 the positions 
on the temperature/time plane of the checkpoints symbolized by the cirded intersections between the ramp 
legs and the incubation legs. Generally, the incubation legs are marked with reference numerals 170, 172 and 
174 and the ramps are marked with reference numerals 176, 178 and 180. Generally the incubation intervals 
are conducted at a single temperature, but in alternative embodiments, they may be stepped or continuously 

20 ramped to different temperatures within a range of temperatures which is acceptable for performing the par- 
ticular portion of me PCR Gyde involved. That is. the denaturation incubation 17G need not be earned out at 
one temperature as shown in Figure 1 1 . but may be carried out at any of a plurality of different temperatures 
within the range of temperatures acceptable for denaturation. In some embodiments, the user may specify the 
length of the ramp segments 1 76, 1 78 and 1 80. In other embodiments, the user may only specify the tempera- 

25 ture or temperatures and duration of each incubation interval, and the instrument will then move the temperature 
of the sample block as rapidly as possible between incubation temperatures upon the completion of one incu- 
bation and the start of another. In the preferred embodiment, the user can also have temperatures and/or incu- 
bation times which are different for each cyde or which automatically increment on every cyde. 

The average power of ramp cooling during a transition from a 95°C denaturation incubation to a 35°C hyb- 

30 ridtzation incubation is more than one kilowatt typically. This results in a temperature change for the sample 
block of approximately 4-6*C per second when the block temperature is at the high end of the operating range, 
and approximately 2°C per second when the block temperature is at the low end of the operating range. Gen- 
erally it is desirable to have as high a cooling rate as possible for ramp cooling. 

Because so much heat is being removed from the sample block during ramp cooling, temperature gradients 

35 across the sample block from one end of a ramp cooling channel to the other could occur. To prevent this and 
minimize these types of temperature gradients, the ramp cooling channels are directionaJly interlaced. That is. 
in Rgure 3. the direction of coolant flow through ramp cooling channels 100, 102* 104, and 106 is into the page 
as symbolized by the x*s inside these ramp cooling channel holes. Ramp cooling liquid flow in interlaced ramp 
cooling channels 101. 103, 105, and 107 is out of the page as symbolized by the single points in the center of 

40 these ramp cooling channel holes. This interlacing plus the high flow rate through the ramp cooling channels 
minimizes any temperature gradients which might otherwise occur using noninterlaced flow patterns or lower 
flow rates because the distances between the hot and cold ends of the channels is made smaller. A slower 
flow rate results in most or all of the heat being taken from the block in the first inch or so of travel which means 
that the input side of the block will be at a lower temperature than the output side of the block. A high flow rate 

45 minimizes the temperature gradient along the channel. Interlacing means the hot end of the channels running 
in one direction are "sandwiched" between the cold ends of channels wherein flow is in the opposite direction. 
This is a smaller distance than the length of the channel. Thus, temperature gradients are reduced because 
the distances heat must travel to eliminate the temperature gradient are reduced. This causes any temperature 
gradients that form because of cooling in the ramp channels to be quickly eliminated before they have bme to 

so differentially heat some samples and not others. Without interlacing, one side of the sample block would be 
approximately 1*C hotter than the other side. Interlacing results in dissipation of any temperature gradients that 
result in less than approximately 15 seconds. 

In order to accurately estimate the amount heat added to or removed from the block, the CPU 20 measures 
the block temperature using temperature sensor 21 in Rgure 1 and measures the coolant temperature by way 

55 of temperature sensor 61 in Rgure 46 coupled to bus 54 in Rgure 1. The ambient air temperature is also 
measured by way of temperature sensor 56 in Figure 1, and the power tin voitag , which controls the power 
applied to th film h aters on bus 52, is also m asured. The thermal conductance from th sampi block to 
ambient and from the sampi block to th coolant are known to the CPU 20 as a result of measurements mad 
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during an initialization process to set control parameters of the system. 

For good temperature uniformity of the sample population, the block, at constant temperature, can have 
no net heat flow in or out However, temperature gradients can occur within the sample block arising from local 
flows of heat from hot spots to cold spots which have zero net heat transfer restive to th block borders. For 
instance, a slab of material which is heateo at one end and cooled at the other is at a constant averag tem- 
perature if the net heat flow into the block is zero. However, in this situation a significant temperature nonunn 
formity, i.e., a temperature gradient can-be established within the slab due to the flow of heat from me h t edge 
to the cold edge. When heating and cooling of the edges of the block are stopped, the flow of heat from the 
hot edge to the cold edge eventually dissipates this temperature gradient and the block reaches a uniform tem- 
perature throughout which is the average between the hot temperature and cool temperature at the beginning 
of heat flow. 

If a slab of cross sectionaJ area A in length L has a uniform thermal conductivity K, and the slab is held at 
constant average temperature because heat influx from a heat source is matched by heat outflow to a heat 
sink the steady state temperature profile which results from the heat flow is: 

(1) Delta T = ^ 
AK 

Where, 

Delta T = the temperature gradient 
L = the thermal path length 
20 A = the area of the thermal path 

K = the thermal conductance through the path 
In general, within any materia] of uniform thermaJ conductance, the temperature gradient will be established 
in proportion to the heat flow per unit area. Heat flow and temperature nonuntfbrmity are thus intimately linked. 
Practically speaking, it is not possible to control the temperature of a sample block without some heat flow 
25 in and out The cold bias control cooling requires some heat flow in from the strip heaters to balance the heat 
removed by the coolant flowing through the bias cooling channels to maintain the block temperature at a stable 
value. The key to a uniform sample block temperature under these conditions is a geometry which has local 
baJance" and "local symmetry" of heat sources and heat sinks both statically and dynamically, and which is 
arranged such that any heat flow from hot spots to cold spots occurs only over a short distance. 
30 Stated briefly, the concept of "static local balance" means that in a block at constant temperature where 

||j total heat input equals the total heat output, the heat sources and heat sinks are arranged such that within 

E " ' a distinct local region, all heat sources are completely balanced by heat sinks in terms of heat flows in and 

heat flows out of the block. Therefore, each local region, if isolated, would be maintained at a constant tem- 
perature. 

05 The concept of "static local symmetry* means that within a local region and for a constant temperature, 

the center of mass of heat sources is coincident with the center of mass of heat sinks. If this were not the case] 
within each local region, a temperature gradient across each local region can exist which can add to a tem- 
perature gradient in an adjacent local region thereby causing a gradient across' the sample block which is twice 
as large as the size of a single local region because of lack of local symmetry even though local balance within 
40 each local region exists. The concepts of local balance and local symmetry are important to the achievement 
of a static temperature balance where the temperature of the sample block is being maintained at a constant 
level during, for example, an incubation interval. 

For the dynamic case where rapid temperature changes in the sample block are occurring, the thermal 
mass, or heat capacity of each local region becomes important This is because the amount of heat that must 
45 flow into each local region to change its temperature is proportional to the therm al mass of that region. 

Therefore, the concept of static local balance can be expanded to the dynamic case by requiring that rf a 
local region includes x percent of the total dynamic heat source and heat sink, it must also include x percent 
of the thermal mass for "dynamic local balance* to exist Likewise, "dynamic local symmetry* requires that the 
center of mass of heat capacity be coincident with the center of mass of dynamic heat sources and sinks. What 
so this means in simple terms is that the thermal mass of the sample block is the metal thereof, and the machining 
of the sample block must be symmetricaJ and balanced such that the total mass of metai within each local zone 
is the same. Further, the center of mass of the metal in each local zone should be coincident with the center 
of mass of the dynamic heat sources and sinks. Thus, the center of mass of the multi-zone heater 1 56, i.e., its 
geometric center, and the geom trie center of the bias and ramp cooling channels must coincide. From a study 
55 of Figures 2-9, it will be seen from the detailed discussion below that both static and dynamic local balance 
and local symmetry xistinsampl block 12. 

Figure 12 illustrates two local regions side by side for th d sign of the sample block 12 according to th 
teachings of th inv ntion. In Figure 12.th boundanes of two local regions, 200 and 202. are marked by dashed 
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lines 204, 206 and 208. Figure 12 shows that each local region which is not in the guard band is comprised of: 
two columns of sample wells; a portion of the foil heater 156 which turns out to b 1/8th of th totai area of th 
heater one ramp cooling channel such as ramp cooling channels 210 and 212; and. one bias cooling channel. 
To preserve local symmetry, each local region is centered on its ramp cooling channel and has one-half on a 

5 bias cooling channel at each boundary. For example, locai region 200 has a center over the ramp cooling chan- 
nel 210 and bias cooling channels 214 and 216 are dissected by the local region boundaries 204 and 206, re- 
spectively. Thus the center of mass of the ramp cooling channel (the middle thereof), coincides (horizontally) 
with the center of mass of the bias cooling channels (the center of the local region) and with the center of mass 
of the film heater portion coupled to each local region. Static local balance will exist in each local region when 

10 the CPU 20 is driving the film heater 156 to input an amount of heat energy that is equal to the amount of heat 
energy that is being removed by the ramp cooling and bias cooling channels. Dynamic local balance for each 
local region exists because each local region in the center portion of the block where the 96 sample mixtures 
reside contains approximately 1/8th the total thermal mass of the entire sample block, contains 1/8th of the 
total number of ramp cooling channels and contains 1/8th of the totai number of bias cooling channels. Dynamic 

is local symmetry exists for each local region, because the center of mass of the metal of each local region is 
horizontally coincident with: the center of film heater portion underlying the locai region; the center of the ramp 
cooling channel; and. the center of mass of the two half bias cooling channels. 

By virtue of these physical properties characterized as static and dynamic local balance and local sym- 
metry, the sample block heats and cools all samples in the population much more uniformly than prior art thermal 

20 cyders. 

Referring to Figure 2, the plan view of the boundaries of the local regions are illustrated by dashed lines 
217 through 225. Inspection of Figure 2 reveals that the central region of the 96 sample wells are divided into 
six adjacent local regions bounded by boundaries 218 through 224. In addition, two guard band local regions 
are added at each edge. The edge local region (local regions are sometimes herein also called local zones) 

25 having the most negative x coordinate is bounded by boundary lines 217 and 218. The edge locai region having 
the most positive x coordinate is bounded by boundary lines 224 and 225. Note that the edge locai regions 
contain no sample well columns but do contain the groove 78 simulating a column of wells. The depth and width 
of the groove 78 Is designed to remove the same metal mass as a column of wells thereby somewhat preserving 
dynamic locai symmetry. The edge locai zones are therefore different in thermal mass (they also have additional 

30 thermal mass by virtue of the external connections such as manifolds and support pins) than the six locai zones 
in the central part of the sample block* This difference is accounted for by heating the edge local zones or guard 
bands with separately controllable zones of said multizone heater so that more energy may be put into the guard 
band than the central zone of the block. 

The local regions at each edge of the block approximate, but do not exactly match the thermal properties 

35 of the six centrally located local regions. The edge local regions are called 'guard band* regions because they 
complete a guard band which runs around the periphery of the sample Week 12. The purpose of this guard 
band is to provide some thermal isolation of the central portion of the sample block containing the 96 sample 
wells from uncontrolled heat sinks and sources inherently embodied in mechanical connections to the block 
by such things as support pins, manifolds, drip collars and other devices which must be mechanically affixed 

40 to the sample block 1 2. For example in Figure 2. the edge surfaces 228 and 230 of the sample block have plastic 
manifolds attached thereto which carry coolant to and from the ramp and bias cooling passages. The guard 
band along edges 228 and 230 consists of portions of the slot 78 which are parallel to and closest to the edges 
228 and 230. The depth of the groove 78 is such that the bottom of the groove is as dose to the perimeters of 
the bias and ramp cooling channels as is possible without actually intersecting them. The width of the groove 

45 78 coupled with this depth is such that the volume of metal removed by the slot 78 between points 82 and 232 
in Figure 2 approximately equals the volume of metal removed by the adjacent row of sample wells starting 
with sample well 234 and ending with sample well 83, Also, the slot 78 all around the perimeter of the Wock is 
located ao proximately where such an additional row of wells would be if the periodic pattern of sample wells 
were extended by one row or column of wells in each direction. 

so Along the edges 250 and 252 where the support connections are made to the sample block, the guard band 

local regions contain, in addition to a portion of the slot 78. the full length of several cooling channels. Referring 
to Figure 3, these include: 1/2 of a bias cooling channel (e.g., 92) which merges with the adjacent 1/2 bias cook- 
ing channel of the adjacent local region to form a whole bias cooling channel; a ramp cooling channel (eg.. 
100); and a whole bias cooling channel (e.g.. 91). For the edge locai region at edg 250, these cooling chann Is 

55 are 107, 198 and 99. 

The whole bias cooling channels in the guard bands ar slightly displaced inward from the edge of th block. 
The reason that th se whole bias cooling chann Is are used is because a 'hair cooling channel is impractical 
to build. Since th bias cooling channels requir such a thick wailed rubb r lining, it would be difficult to keep 
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a hole through a lining of a 'hatr bias cooling channel reliably open. This asymmetry in the edge local regions 
causes a small excess loss of heat to the coolant from the edge guard band local regions, but it is sufficiently 
remote from th central region of the sample block containing the sampl wells that its contribution to sample 
temperature nonunrformrties is small. Also, since the temperature arf cts of this small asymm try ar predict- 
5 able, th effect can be further minimized by the use of a separately controllable zone of the multi-zon heater 
system under each guard band. 

Referring to Figure 13, there are shown three separately controlled zones within the film heater layer 156 
in Figure 9. These separately controlled zones include edge heater zones which are situated under the guard 
bands at the exposed edges of the sample block 12 which are coupled to the support bracket 143. The~ — 
w also separately controlled manifold heater zones situated under the guard bands for the edges 228 and 230 
which are attached to the coolant manifolds. Finally, there is a central heater zone that underlies the sample 
wells. The power applied to each of these zones is separately controlled by the CPU 20 and the control software. 

The film heater 156 is composed of a partem of electrical conductors formed by etching a thin sheet of 
metal alloy such as Inconel™ The metai alloy selected should have high electrical resistance and good resi- 
15 stance to heat The pattern of conductors so etched is bonded between thin sheets of an eiectricaJIy insulating 
polymeric material such as Kapton™. Whatever material is used to insulate the electrical resistance heating 
element the material must be resistant to high temperatures, have a high dielectric strength and good mechani- 
cal stability. 

The central zone 254 of the film heater has approximately the same dimensions as the central portion of 
20 the sample block inside the guard bands. Central region 254 delivers a uniform power density to the sample 
well area. 

Edge heater regions 256 and 258 are about as wide as the edge guard bands but are not quite as long. 

Manifold heater regions 260 and 262 underlie the guard bands for edges 228 and 230 in Figure 2. 

The manifold heater zones 260 and 262 are electrically connected together to form one separately con- 
25 (reliable heater zone. Also, the edge heater sections 256 and 258 are electrically coupled together to form a 
second separately controllable heater zone. The third separately controllable heater zone is the central section 
254. Each of these three separately controllable heater zones has separate electrical leads, and each zone is 
controlled by a separate control algorithm which may be run on separate microprocessors or a shared CPU as 
is done in the preferred embodiment 
30 The edge heater zones 256 and 258 are driven to compensate for heat lost to the support brackets. This 

heat loss is proportional to the temperature difference between the sample block 12 and the ambient air sur- 
rounding it The edge heater zones 256 and 258 also compensate for the excess loss of heat from the sample 
block to the full bias cooling channels at each edge of the block. This heat loss is proportionaJ to the temperature 
difference between the sample block 12 and the coolant flowing through these bias cooling channels. 
35 The manifold heater sections 260 and 262 are also driven so as to compensate far heat lost to the plastic 

coolant manifolds 266 and 268 in Figure 13 which are attached to the edges of the sample block 12. The power 
for the manifold heater sections 260 and 262 compensates for heat loss which is proportional mainly to the 
temperature difference between the sample block and the coolant and to a lesser degree, between the sample 
block and the ambient air. 

40 For practical reasons, it is not possible to match the thermal mass of the guard band local regions with the 

thermal masses of the local regions which include the sample wells overlying central heater section 254. For 
example, the plastic coolant manifolds 266 and 268 not only conduct heat away from the guard band, but they 
also add a certain amount of thermal mass to the guard band local regions to which they are attached. The 
result of this is that during rapid block temperature changes, the rates of rise and fall of guard band temperature 

45 do not exactly match that of the sample well local regions. This generates a dynamic temperature gradient be- 
tween the guard bands and sample wells, which if allowed to become large, could persist for a time which is 
longer than is tolerable. This temperature gradient effect is roughly proportional to the rate of change of block 
temperature and is minimized by adding or deleting heat from each guard band local zone at a rate which is 
proportional to the rate of change of block temperature. 

so The coefficients of proportionality for the guard band zone heaters are relatively stable properties of the 

design of the system, and are determined by engineering measurements on prototypes. The values for these 
coefficients of proportionality are given below in connection with the definitions of the terms of Equations (3) 
through (5). These equations define the amounts of power to be applied to th manifold heater zon , the edge 
heater zone and the central zon , respectively in an alternative embodtm nt The equations used in the pre- 

55 ferred mbodiment are given below in th description of the software (Equations (46)-(48), power distributed 
by area). 

(3) P m = A^P + K^CTbuc-Tam.) ♦ K^CTb^-TcooJ ♦ Km» (d W<*t) 

wh re, 
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Pm = power supplied to the manifold heater zones 260 and 262. 

A™ = area of th manifold heater zon 

P - power n eded to cause the block temperature to stay at or move to th d sired temp nature 

at any particular tim in a PGR thermal cyde protocol 
5 = an experimentally determined constant of proportionality to compensate for excess heat loss 

to ambient through the manifolds, equaJ to 0 watts/ dec/ e Kelvin. 
Km2 = an experimentally determined constant of proportionality to compensate for excess heat loss 

to the coolant, equal to 0.4 watts/degree Kelvin. 
Ku3 = an experimentally determined constant of proportionality to provide extra power to compensate 

10 for additional thermal mass of the manifold edge guard bands caused by the attachment of the 

plastic manifolds etc., equal to 66.6 watt-seconds/degree Kervin. 
t blk = the temperature of the sample block 12. 

Tamb = the temperature of the ambient air. 

TcooL = the temperature of the coolant 

is dtauc/dt = the change in sample block temperature per unit time, 

(4) P e = AeP + ^(Tojc-T^b) + Kq (Tbix ~ Tcoo J + Kq (dW^t) 

where, 

PE = power to be applied to the edge heater zones 
20 Ae = the area of the edge heater zones 

Ket = an experimentally determined constant of proportionality to compensate for excess heat loss to 

ambient through the manifolds, equal to 0.5 watts/degree Kelvin. 
Kq = an experimentally determined constant of proportionality to compensate for excess heat loss to the 
coolant, equal to 0.15 watts/degree Kelvin. 
25 = an experimentally determined constant of proportionality to provide extra power to compensate for 

additional thermal mass of the exposed edge guard bands caused by the attachment of the sample block 
12 to the support pins and bracket, the temperature sensor etc, equal to 15.4 watt-sec/degree Kelvin. 



(5 ) P c = Ac P 



V- 30 where 



P c 3 the power to be applied to the central zone 254 of the multi-zone heater. 
Ac = the area of the central zone 254. 

In each of Equations (3) through (5), the power term, P is a variable which is calculated by the portion of 
the control algorithm run by the CPU 20 in Figure 1 which reads the user defined setpoints and determines 
35 what to do next to cause the sample block temperature to stay at or become the proper temperature to imple- 
ment the PCR temperature protocol defined by the time and temperature setpoints stored in memory by the 
user. The manner in which the setpoints are read and the power density is calculated will be described in more 
detafl below. 

The control algorithm run by CPU 20 of Figure 1 senses the temperature of the sample block via tempera- 

40 ture sensor 21 in Rgure 1 and Figure 9 and bus 52 in Figure 1 . This temperature is differentiated to derive the 
rate of change of temperature of the sample block 1 2. The CPU then measures the temperature of the ambient 
air via temperature sensor 56 in Figure 1 and measures the temperature of the coolant via the temperature 
sensor 61 in the coolant control system 24 shown in Figure 46. The CPU 20 then computes the power factor 
corresponding to the particular segment of the PCR protocol being implemented and makes three calculations 

45 in accordance with Equations (3), (4) and (5) by plugging in all the measured temperatures, the constants of 
proportionality (which are stored in nonvolatile memory), the power factor P for that particular iteration of the 
control program and the areas of the various heater zones (which are stored in nonvolatile memory). The power 
factor is the total power needed to move the block temperature from its current level to the temperature level 
specified by the user via a setpoint More details on the calculations performed by the CPU to control heating 

50 and cooling are given below in the description of the control software "PID task". 

After the required power to be applied to each of the three zones of the heater 156 is calculated, another 
calculation is made regarding the proportion of each half cycle of input power which is to be applied to each 
zon in some embodiments. In th preferred embodiment described below, the calculation mode a how marry 
half cycles of the total number of half cydes which occur during a 200 millisecond sample period are to be 

55 applied to each zone. This process is described below in connection with the discussion of Figures 47A and 
47B (hereafter referred to as Figure 47) and the "PID Task* of the control software. In the altematrv embodi- 
ment symbolized by Figure 10, the computer calculates for each zone, the position of the dividing lin 166 in 
Figure 10. After this calculation is performed, appropriate control signals are g n era ted t cause th power sup- 
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plies for the multi-zone heater 156 to do the appropriate switching to cause the calculated amount of power for 
each zone to be applied thereto. 

In alternative embodiments, the multi-zone heater can be implemented using a single film heater which 
delivers unrform power density to the entire sample block, plus one or rwo additional film heaters wrth only one 
zone apiece for the guard bands. These additional heaters are superimposed over the single film heater that 
covers th entire sample block. In such an embodiment, only the power necessary to make up the guard band 
losses is delivered to the additional heater zones. 

The power factor P in Equations (3) through (5) is calculated by the CPU 20 for various points on the PCR 
temperature protocol based upon the set points and ramp times specified by the user. However a limitation j« 
imposed based upon the maximum power delivery capability of the zone heater mentioned above. 

The constants of proportionaiity in Equations (3) through (5) must be properly set to adequately compensate 
for excess heat losses in the guard band for good temperature uniformity. 

Referring to Figure 17, there is shown a graph of the differences between calculated sample temperatures 
for a plurality of different sample in response to a step change in block temperature to raise the temperature 
of the sample block toward a denaturation incubation target temperature of approximately 94*C from a sub- 
stantially lower temperature. Figure 17 illustrates the calculated sample liquid temperatures when the multi- 
zone heater 156 is properly managed using the constants of proportionality given above in the definitions of 
the terms for Equations (3) through (5). The various wells which were used to derive the graph of Figure 17 
are indicated thereon by a single letter and number combination. The 8 x 12 well array showing Figure 2 is 
20 coded by lettered columns and numbered rows. Thus, for example, sample well 90 is also designated sample 
well A12, while sample well 89 is also designated sample well B12. Likewise, sample well 68 is also designated 
sample well D6. and so on. Note that the well temperatures settle in asymptotically at temperatures which are 
within approximately 0.5°C of each other because of the overall thermal design described herein to eliminate 
temperature gradients. 

25 The foregoing description illustrates how the sample block temperature may be controlled to be uniform 

and to be quickly changeable. However, in the PCR process, it is the temperature of the sample reaction mixture 
and not the block temperature that is to be programmed. In the preferred embodiment according to the teachings 
of the invention, the user specifies a sequence of target temperatures for the sample liquid itself and specifies 
tne incubation times for the sample liquid at each of these target temperatures for each stage in the PCR pro- 

30 cess. The CPU 20 then manages the sample block temperature so as to get the sample reaction mixtures to 
f§ ttle specified target incubation temperatures and to hold the sample mixtures at these target temperatures for 

lne specified incubation times. The user interface code run by the CPU 20 displays, at aJI stages of this process, 
the current calculated sample liquid temperature on the display of terminal 1 6. 

The difficulty with displaying an actual measured sample temperature is that to measure the actual tem- 

35 perature of the reaction mixture requires insertion of a temperature measuring probe therein. The thermal mass 
of the probe can significantly alter the temperature of any well in which it is placed since the sample reaction 
mixture in any particular well is often only 100 microliters in volume. Thus, the mere insertion of a temperature 
probe into a reaction mixture can cause a temperature gradient to exist between that reaction mixture and 
neighboring mixtures. Since the extra thermal mass of the temperature sensor would cause the reaction mixture 

40 in which it is immersed to lag behind in temperature from the temperatures of the reaction mixtures in other 
wells that have less thermal mass, errors can result in the amplification simply by attempting to measure the 
temperature. 

Accordingly, the instrument described herein calculates the sample temperature from known factors such 
as the block temperature history and the thermal time constant of the system and displays this sample tenv 

45 perature on the display. It has been found experimentally for the system described herein that if the sample 
tubes are pressed down into the sample wells with at least a minimum threshold force F, then for the size and 
shape of the sample tubes used in the preferred embodiment and the sample volumes of approximately 100 
microliters, thermally driven convection occurs within the sample reaction mixture and the system acts thermally 
like a single time constant, linear system. Experiments have shown that each sample tube must be pushed 

so down with approximately 50 grams of force for good weil-wall-to-Jiquid thermal conductivity from well to well. 
The heated platen design described below is designed to push down on each sample tube with about 1 00 grams 
of force. This minimum force, symbolized by force vector F in Figure 1 5, is necessary to insure that regardless 
of slight differences in external dimensions as between various sample tubes and various sample wells in the 
sample block, they all will b pushed down with sufficient force to guarantee th snug and flush fit for each 

55 tube to guarantee uniform thermal conductivity. Any design which has some sample tubes with loose fits in th ir 
corresponding sarnpl wells and some tubes with tight fits will not be abl to achieve tight temperature control 
for aJI tubes because of non-uniform thermal conductivity. An insufficient level of force F results in a temperature 
response f the sample liquid to a step change in block temperature as shown at 286 in Figure 14. An adequate 
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level of force F results in the temperature response shown at 282. 

The result acni ved by the apparatus constructed according to the teachings of the inv ntion is that the 
temperature of each sample mixture behaves as if the sample is being well mixed physically during transitions 
to new temperatures. In fact, because of the convection currents caused in each sample mixture, the samp! 
5 reaction mixture in each tube is being well mixed. 

The surprising r suit is that th termaJ behavior of the entir syst m is like an elecrical RC circuit with a 
single time constant of 9 seconds which is about 1 .44 times the half-life of the decay of the difference between 
the block temperature and the sample temperture. A GeneAmp™ sample tube filled with 50 m ill ileters of sample 
has a time constant of about 23 seconds. In other words, during an upward change in temperature of the sample 
10 block, the temperature of the reaction mixture acts like the rise in voltage on the capacitor C in a series RC 
eiecncal circuit like that shown in Figure 16D in response to a step change in the voltage output of the voltaae 
source V. * 

To illustrate these concepts, refer to Figure 14 which shows different temperature responses of the sample 
liquid to a step change in block temperature and to Figure 15 which shows a cross section through a sample 

15 well/sample tube combination. It has been found experimentally that when the volume of sample liquid 276 is 
approximately 100 microliters and the dimensions of the tube are such that the neniscus 278 is located below 
the top surface 280 of the sample block 12. and the force F pushing the sample tube into the sample well is at 
least 30 grams, the thermal time constant t (tau) of the system shown in Figure 15 is approximately nine sec- 
onds for a sample tube wall thickness in the conical section of 0.009 inches (dimension A). It has also been 

20 found experimentally that for these conditions, the thermal time constant t varies by about 1 second for every 
0.001 inch change in wall thickness for the sample tube frustrum (cone). The thin-wailed sample tubes des- 
cribed herein have been found to have thermal time constants of from about 5 to about 14 seconds when con- 
taining from 20 to 100 microliters of sample. Thicker tube walls result in longer time constants and more lag 
between a change in sample block temperature and the resulting change in sample liquid temperature. 

25 Mathematically, the expression for the thermal response of the sample liquid temperature to a change in 
temperature of the sample block is: 

(6) T^. = AT (l-e-*> 

where 

Ttmrv = the temperature of the sample liquid 
30 AT = temperature difference between the temperature of the sample block 12 and the temperature 
of the sample liquid 
t = elapsed time 

t = thermal time constant of the system, or the heat capacity of sample divided by the thermal con- 

ductance from sample well wall to the sample liquid 

35 In Figure 14, the curve 282 represents this exponential temperature response to a theoretical step change 

in sample block temperature when the force F pushing down on the sample tube is sufficiently high. The step 
change in temperature of the sample block is shown as function 284, with rapid rise in temperature starting at 
time T v Note how the temperature of the sample liquid exponentially increases in response to the step change 
and asymptotically approaches the final sample block temperature. As mentioned briefly above, the curve 286 

4Q represents the thermal response when the downward seating force F in Figure 1 5 is insufficient to cause a snug, 
flush fit between the cone of the sample tube and the wall 290 of the sample well. Generally, the thermal res^ 
ponse of curve 288 will result rf the force F is less than 30 grams. Note that although Figure 1 5 shows a small 
layer of air between the cone of the sample tube and the sample well wail for clarity, this is exactly the opposite 
of the desired situation since air is a good insulator and would substantially increase the thermal time constant 

45 of the system. 

The thermal time constant t ts analogous to the RC time constant in a series RC circuit where R corresponds 
to the thermal resistance between the wail of the sample well and the sample liquid and C is the heat capacity 
of the sample liquid. Thermal resistance is equal to the inverse of thermal conductance which is expressed in 
units watts-seconds per degree Kelvin. 

so Because of the convection currents 292 shown in the sample liquid in Figure 1 5, everywhere in the reaction 

mixture the sample liquid is at very nearly the same temperature, and the flow of heat between the block and 
the sample is very nearly proportional to the difference in temperature between the sample block and the sample 
reaction mixture. The constant of proportionality is the thermal conductance between the wall of the sample 
well in the sample block 12 and the reaction mixture. For different sample volumes or different tubes, Le., drf- 

55 f rent wafl thicknesses or material , the thermal time constant will be different In such a case, th user can 
as part of his specification of th PCR protocol enter the sample volume or tube type and the machin will auto- 
matically look up th rcrrectmermal time constant for use in calculating the sampl temperature. In som embo- 
diments, the user may enter the actual time constant and th machin will use it for sample temperature 
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temperature calculation. 

To keep the thermal time constant as small as possible, the conical walls of th sample tubes should be 
as thin as possible. In the preferred embodiment, these conical walls are 0.009 inches thick whereas th walls 
of the cylindrical portion of the sample tube are 0.030 inches thick. The conical shape of the sample tube pro- 
5 vides a relatively large surface area of contact with the metal of the sample well wall in relation to th volum 
of the sample mixture. 

Molding of the sample tubes is done using a "cold runner* system and a four cavity mold such that four 
sample tubes are mdded at each injection. The molten plastic is injected at the tip of the sample tube cone so 
that any remnant of plastic will project into the cavity 291 between the tip of the sample tube and the tip of the 

10 sample well. This prevents any remnant from interfering with the flush fit between the tube and the well. A 
maximum limit of 0.030 inches is placed on the size of any remnant plastic. 

In various embodiments, 3 different grades of polypropylene each with different advantages can be used. 
The preferred polypropylene is PD701 from Himont because it is autociavable. However this plastic is difficult 
to moid because it has a low melt index. This plastic has a melt index of 35 and a molecular density of 9. PD701 

is tends to leave flash and creates somewhat spotty quality parts but would work better if it was injected into the 
thick walled part of the mold instead of at the tip of the conical section as is currently done. Generally, it is desi- 
rable to have a high melt index for ease of molding but also a high molecular density to maintain good strength 
and to prevent crazing or cracks under the thermal stress of the autodaving process at 260°F. Another plastic. 
PPW 1780 from American Hoescht has a melt index of 75 and a molecular density of 9 and is autodavable. 

20 Another plastic which may be used in some embodiments is Himont 444. This plastic is not autodavable and 
needs to be sterilized in another manner. 

In alternative embodiments, the tubes may be molded using a "hot runner" or "hot nozzle" system where 
the temperature of the molten plastic is controlled right up to the gate of the mdd. Also, in some embodiments, 
multiple gates may be used. However, neither of these techniques has been experimentally proven at the time 

25 of filing to be better than the currently used "cold runner" system. 

The fact that the system acts thermally like a single time constant RC drcuit is an important result, because 
it means that if the thermal conductance from the sample block to the sample reaction mixture is known and 
uniform, the thermal response of the sample mixtures will be known and uniform. Since the heat capadty of 
the sample reaction mixture is known and constant, the temperature of the sample reaction mixture can be com- 

30 puted accurately using only the measured history of the block temperature over time. This eliminates the need 
to measure the sample temperature thereby eliminating the errors and mechanical difficulty of putting a probe 
with nonnegligible thermal mass into a sample well to measure the sample temperature directly thereby chang- 
ing the thermal mass of the sample in the probed well. 

The algorithm which makes this calculation models the thermal behavior cf the system after a single time 

35 constant series R-C electrical circuit This model uses the ratio of the heat capadty of the liquid sample divided 
by the thermal conductance from the sample block to the sample reaction mixture. The heat capacity of the 
sample reaction mixture is equal to the specific heat of the liquid times the mass of the liquid. The thermal resk 
stance is equal to one over the thermal conductance from the sample block to the liquid reaction mixture through 
the sample tube walls. When this ratio of heat capadty divided by thermal conductance is expressed in con- 

4o sistent units, it has the dimension of time. For a fixed sample volume and a fixed sample composition both of 
which are the same in every sample well and a fixed thermal conductance, the ratio is also a constant for every 
sample well, and is called the thermal time constant of the system. It is the time required for the sample tem- 
perature to come within 36.8% of the block temperature after a sudden step change in the block temperature. 

There is a rnathematical theorem used in the analysis of electronic circuits that holds that it is possible to 
calculate the output response of a filter or other linear system if one knows the impulse response of the system. 
This impulse response is aiso known as the transfer function. In the case of a series RC circuit, the impulse 
response is an exponential function as shown in Figure 16A. The impulse stimulus resulting in the response 
of Figure 16A is as shown in Figure 16B. The mathematical theorem referred to above holds that the output 
response of such a linear system can be determined by calculating the convdution of the input signal and a 

so weighting function where the weighting function is the impulse response of the system reversed in time. The 
convdution is otherwise known as a running weighted average although a convdution is a concept in calculus 
with infinitely small step sizes whereas a running weighted average has discreet step sizes, i.e., multiple sam- 
ples. The impulse response of the series RC drcuit shown in Figure 160 as such that when the voltage of the 
voltage gen rater V suddenly rises and fails with a spike of vdtag as shown in Figure 1 68, the vdtage on the 

55 capacitor C suddenly rises to a peak at 294 in Figure 16A which is equal to the peak voltage of the impulse 
shown in Figure 16B and then exponentially decays back to the steady state vdtage V t . The resulting weighting 
function is the impulse response of Figure 16A turned around in time as shown in Figure 16C at 385. 

Superimposed upon Figure 1 6C is a hypothetical curve 387 illustrating a typical temperature history for 
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the temperature of the sampl block 12 for an approximate step change in temperature. AJso shown superim- 
posed upon Figure 16C are the times of five temperature sample periods labelled T, through T 5 . According to 
the teachings of the invention, the sample temperature is calculated by multiplying the temperature at each one 
of these times T, through T 5 by the value of the weighting function at that particular tim and then summing all 
5 thes products and dividing by 5. The fact that the thermal system acts like a single time constant linear circuit 
is a surprising result based upon the complexities of thermal heat transfer considerations for this complicated 
thermal system. 

In one embodiment the calculation of the sample temperature is adjusted by a short delay to account for 
transport lag caused by drfferent thermal path lengths to the block temperature sensor and the sample liquid. 
10 The calculated sample temperature is displayed for the user's information on the terminal 16 shown in Figure 
1. 

Figure 17 shows the temperature response results for six drfferent weils spread throughout the 96 well 
sample block for a step change in sample block temperature from a relatively lower temperature in the hybri- 
dization/extension temperature range to the relatively higher temperature of approximately 94°C used for 

is denaturation. The graph of Figure 1 7 shows good agreement between the predicted exponential rise in sample 
temperature if the system were perfectly analogous to the series RC circuit shown in Figure 160, and aJso 
shows excellent uniformity of temperature response in that the temperatures of the six sample wells used for 
this study asymptotically settle in at temperatures very dose to each other and in a denaturation temperature 
"tolerance" band which is approximately 0.5°C wide. 

20 In one embodiment, the ten most recent block temperature sampies are used for the running weighted aver- 

age, but in other embodiments a drfferent number of tempersature history samples may be used. The good 
agreement with theoretically predicted results stems from the fact that the thermal convection currents make 
the sample liquids well mixed thereby causing the system to act in a linear fashion. 

The uniformity between sample temperatures in various sample wells spread throughout the 96 well array 

25 results from dynamic and static local balance and local symmetry in the sample block structure as well as all 
the other thermal design factors detailed herein. Note however that during rapid temperature changes all the 
sample wells will have temperatures within 0.5°C of each other only if the user has carefully loaded each sample 
well with the same mass of sample liquid. Inequality of mass in different wells does not cause unequal tem- 
peratures in steady state, unchanging conditions, only during rapid changes. The mass of the sample liquid in 

30 each well is the dominant factor in determining the heat capacity of each sample and, therefore, is the dominant 
factor in the thermal time constant for that particular sample well. 

Note that the ability to cause the sample liquid in all the sample wells to cycle up and down in temperature 
in unison and to stabilize at target temperatures very near each other, i. e. t in tolerance bands that are only 
0.5°C wide, also depends upon the force F in Figure 15. This force must exceed a minimum threshold force 

35 before the thermal time constants of all sample wells loaded with similar masses of sample liquid wil have the 
same time constant This minimum threshold force has been experimentally determined to be 30 grams for the 
sample tube and sample well configuration described herein. For higher levels of accuracy, the minimum 
threshold force F in Figure 15 should be established at at least 50 grams and preferably 100 grams for an 
additional margin of safety as noted above. 

40 The importance of thermal uniformity in sample well temperature can be appreciated by reference to Figure 

18. This figure shows the relationship between the amount of DNA generated in a PCR cyde and the actual 
sample temperature during the denaturation interval for one instance of amplification of a certain segment of 
DNA. The slope of function 298 between temperatures 93 and 95 degrees centigrade is approximately 8% per 
degree centigrade tor this particular segment of DNA and primers. Figure 18 shows the general shape of the 

45 curve which relates the amount of DNA generated by amplification, but the details of the shape of the curve 
vary with every different case of primers and DNA target Temperatures for denaturation above 97 degrees 
centigrade are generally too hot and result in decreasing amplification for increasing denaturation temperature. 
Temperatures between 95 and 97 degrees centigrade are generally just right 

Figure 18 illustrates that any sample well containing this particular DNA target and primer combination 

so which stabflizes at a denaturation temperature of approximately 93°C is likely to have 8% less DNA generated 
over the course of a typical PCR protocol than wells denatured at 94°C. Likewise, sample liquids of this mixture 
that stablize at denaturation temperatures of 95°C are likely to have 8% more DNA generated therein than is 
gen rated in sampl wells which stablize at denaturation temperatures of 94*C. Because all curves of this nat- 
ure have the sam general shape, it is important to have uniformity in sample temperature. 

55 The sample temperatures calculated as described above are us d by the control algorithm for controlling 

the heaters and flow through th ramp cooling chann Is and to determin how long the samples have been 
held at various target temperatures. The control algorithm us s these times for comparison with the desired 
times for each incubation period as nt red by the user. When the times match, th control algorithm takes th 
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appropriate steps to neat or c Jie sample block toward the target temperatu. .dfined by the user for the 
next incubation. 

When the calculated sample temperature is within one degree centigrade of th setpoint i.e.. the incubation 
temperature programmed by the user, the control program causes a timer to start This timer may be preset to 

5 count down from a number set so as to time out the interval specified by th user for the incubation b ing per- 
formed. The timer starts to count down from th preset count when the calculated sample temperature is within 
one degree centigrade. When the timer reaches a zero count, a signal is activated which causes the CPU to 
take actions to implement th next segment of the PCR protocol. Any way to time the specified int rvaJ will 
suffice for purposes of practicing the invention. 

10 Typically, the tolerance band around any particular target temperature is plus or minus 0.5°Q, Once the 

target temperature is reached, the computer holds the sample block at the target temperature using the bias 
cooling channels and the film heater such that all the samples remain dose to the target temperature for the 
specified interval. 

For the thermal system described herein to work well, the thermal conductance from the sample block to 
is each sample must be known and uniform to within a very close tolerance. Otherwise, not all samples will be 
held within the specified tolerance band of the target temperature when the timer starts and, not ail the samples 
will experience the same incubation intervals at the target temperature. 

Also, for this thermal system to work well, all sample tubes must be isolated from variables in the ambient 
environment That is. it is undesirable for some sample tubes to be cooled by drafts while other sample tubes 
20 in different physical positions do not experience the same cooling effects. For good uniformity it is highly desi- 
rable that the temperatures of ail the samples be determined by the temperature of the sample block and by 
nothing else. 

Isolation of the tubes from the ambient and application of the minimum threshold force F pushing down 
on the sample tubess is achieved by a heated cover over the sample tubes and sample block. 

25 Even though the sample liquid is in a sample tube pressed tightly into a temperature-control led metal block, 

tightly capped, with a meniscus well below the surface of the temperature-controlled metal block, the samples 
stai lose their heat upward by convection. Significantly, when the sample is very hot (the denaturation tempera- 
ture is typically near the boiling point of the sample liquid), the sample liquid can lose a very significant amount 
of heat by refluxing of water vapor. In this process, water evaporates from the surface of the hot sample liquid 

30 and condenses on the inner walls of the cap and the cooler upper parts of the sample tube above the top surface 
of the sample block. If there is a relatively large volume of sample, condensation continues, and condensate 
builds up and runs back down the walls of the sample tube into the reaction mixture. This "refluxing" process 
carries about 2300 joules of heat per gram of water refluxed. This process can cause a drop of several degrees 
in the surface temperature of a 100 microliter reaction mixture thereby causing a large reduction of efficiency 

35 of the reaction. 

If the reaction mixture is small, say 20 microliters, and the sample tube has a relatively targe surface area 
above the top surface of the sample block, a significant fraction of the water in the reaction mixture may evapo- 
rate. This water may then condense inside the upper part of the sample tube and remain there by surface tension 
during the remainder of the high temperature part of the cycle. This can so concentrate the remaining reaction 

40 mixture that the reaction is impaired or fails completely. 

In the prior art PCR thermal cyders, this refluxing problem was dealt with by overlaying the reaction mixture 
with a layer of oi or melted wax. This immiscible layer of od or wax floated on the aqueous reaction mixture 
and prevented rapid evaporation. However, labor was required to add the ofl which raised processing costs. 
Further, the presence of ol interfered with later steps of processing and analysis and created a possibility of 

45 contamination of the sample. In fact, it is known that industrial grade mineral oils have in the past contaminated 
samples by the unknown presence of contaminating factors in the oil which were unknown to the users. 

The need for an oi overlay is eliminated, and the problems of heat loss and concentration of the reaction 
mixture by evaporation and unpredictable thermal effects caused by refluxing are avoided according to the 
teachings of the invention by enclosing the volume above the sample block into which the upper parts of the 

so sample tubes project and by heating this volume from above by a heated cover sometimes hereafter also called 
the platen. 

Referring to Figure 19, there is shown a cross sectional view of the structure which is used to enclose the 
sample tubes and apply downward force thereto so as to supply the minimum threshold force F in Figure 15. 
A heated platen 14 is coupled to a lead screw 312 so as to move up and down along the axis symbolized by 
55 arrow 31 4 with rotation of the lead screw 31 2. The lead screw is threaded through an opening in a sliding cover 
316 and is turned by a knob 318. Th platen 314 is heated to a temperature above the boding point of water 
by resistance heaters (not shown) controlled by computer 20. 

The sliding cover 316 slides back and forth along th Y axis on rails 320 and 322. The cover 316 includes 



22 



EP 0 488 769 A2 

vertical sides 317 and 319 and also includes vertical sides parallel to the X-Z plane (not shown) which enclose 
th sample block 12 and sample tubes. This structure substantially prevent drafts from acting on the sample 
tubes of which tubes 324 and 326 are typical. 

Figure 20 is a perspective view of the sliding cover 316 and sample block 12 with the sliding cover in ret- 
5 racted position to allow access to the sample block. The sliding cover 316 resembles the lid of a rectangular 
box with vertical wail 328 having a portion 330 removed to allow th sliding cover 316 to slide over the sampl 
block 12. The sliding cover is moved along the Y axis in Figure 20 until the cover is centered over the sample 
block 12. The user then turns the knob 318 in a direction to lower the heated platen 14 unt3 a mark 332 on th 
knob 318 lines up with a mark 334 on an escutcheon plate 336. In some embodiments, the escutcheon plate 

10 336 may be permanently affixed to the top surface of the sliding cover 316. In other embodiments, the escutc- 
heon 336 may be rotatable such that the index mark 334 may be placed in different positions when different 
size sample tubes are used. In other words, if taller sample tubes are used, the heated platen 14 need not be 
lowered as much to apply the minimum threshold force F in Figure 15. In use, the user screws the screw 318 
to lower the platen 14 until the index marks line up. The user then knows that the minimum threshold force F 

15 will have been applied to each sample tube. 

Referring jointly to Figures 15 and 19, pnbr to lowering the heated platen 14 in Figure 19, the plastic cap 
338 for each sample tube sticks up about 0.5 millimeters above the level of the top of the wails of a plastic tray 
340 (Figure 19) which holds ail the sample tubes in a loose 8x12 array on 9 millimeter centers. The array of 
sample wells can hold up to 96 MicroAmp 711 PCR tubes of 100 u.L capacity or 48 larger GeneAmp m tubes of 

20 0.5 mi capacity. The detaiis of this tray wiii be discussed in greater detail beiow. The tray 340 has a pianar 
surface having an 8x12 array of holes for sample tubes. This pianar surface is shown in Figures 15 and 19 as 
a horizontal line which intersects the sample tubes 324 and 326 in Figure 19. Tray 340 also has four vertical 
walls two of which are shown at 342 and 344 in Figure 19. The top level of these vertical walls, shown at 346 
in Figure 15, establishes a rectangular box which defines a reference plane. 

25 As best seen in Figure 15, the caps 338 for all the sample tubes project above this reference plane 346 

by some small amount which is designed to allow the caps 338 to be softened and deformed by the heated 
platen 14 and "squashed* down to the level of the reference plane 346. In the preferred embodiment the heated 
platen 14 is kept at a temperature of 105°C by the CPU 20 in Figure 1 and the bus 22 coupled to resistance 
heaters (not shown) in the platen 14. In the preferred embodiment the knob 318 in Figure 19 and the lead screw 

30 312 are turned until the heated platen 14 descends to and makes contact with the tops of the caps 338. in the 
preferred embodiment the caps 338 for the sample tubes are made of polypropylene . These caps soften 
shortly after they come into contact with the heated platen 14. As the caps soften, they deform, but they do not 
lose ail of their elasticity. After contacting the caps, the heated platen is lowered further until it rests upon the 
reference plane 346. This further lowering deforms the caps 338 and causes a minimum threshold force F of 

35 at least 50 grams to push down on each sample tube to keep each tube well seated firmly in its sample well. 
The amount by which the caps 338 project above the reference plane 346, and the amount of deformation and 
residual elasticity when the heated platen 14 rests upon the reference plane 346 is designed such that a mini- 
mum threshold force F of at least 50 grams and preferably 100 grams wiii have been achieved for all sample 
tubes then present after the heated platen 14 has descended to the level of the reference plane 346. 

40 The heated platen 14 and the four vertical wails and planar surface of the tray 340 form a heated, sealed 

compartment when the platen 14 is in contact with the top edge 346 of the tray. The plastic of the tray 340 has 
a relatively poor thermal conductivity property. It has been found experimentally that contacting the heated pla- 
ten 14 with the caps 338 and the isolation of the portion of the sample tubes 288 which project above the top 
level 280 of the sample block 1 2 by a wait of material which has relatively poor thermal conductivity has a bene- 

45 ficiaJ result With this structure, the entire upper part of the tube and cap are brought to a temperature which 
is high enough that little or no condensation forms on the inside surfaces of the tube and cap since the heated 
platen is keot at a temperature above the boiling point of water. This is true even when the sample liquid 276 
in Figure 15 is heated to a temperature near its boiling point This eliminates the need for a layer of immiscibl 
material such as oil or wax floating on top of the sample mixture 276 thereby reducing the amount of labor invol- 

so ved in a PCR reaction and eliminating one source of possible contamination of the sample. 

It has been found experimental ty that in spite of the very high temperature of the heated cover and its dose 
proximity to the sample block 12, there is little affect on the ability of the sample block 12 to cyde accurately 
and rapidly between high and low temperatures. 

The heated platen 14 prev nts cooling of the samples by th refluxing process noted earlier because it 

55 keeps th temperature of the caps above th condensation point of water thereby keeping the insides of th 
caps dry. This also prevents the formation of a rosols when the caps are removed from the tubes. 

In altemativ embodiments, any means by which the minimum acceptabl d wnward force F in Figure 15 
can b applied to each individual sample tub regardless of th number of sample tubes present and which 
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will prevent condensation and refluxing and convection cooling will suffice for purposes of practicing the inven- 
tion. The application of this downward force F ana the use of heat to prevent refluxing and undesired sample 
liquid concentration need not be both implemented by the same system as is done in the preferred embodiment. 
The sample tubes may vary by a few thousandths of an incn in their overall height. Further, the caps for 

5 the sample tubes may also vary in height by a few thousandths of an inch. AJso, each conical sampl w II in 
th sample block 12 may not be drilled to exacdy the same d pth. and each conical sample well in the sample 
block may be drilled to a slightly different diameter and angle. Thus, when a population of capped tubes is placed 
in the sample block so as to be seated in the corresponding sample well, the tops of the caos will not all neces- 
sarily be at the same height The worst case discrepancy for this height could be as much as 0.5 millimeters 

jo from the highest to the lowest tubes. 

If a perfectly flat unheated platen 14 mounted so that it is free to find its own position were to be pressed 
down on such an array of caps, it would first touch the three tallest tubes. As further pressure was applied and 
the tallest tubes were compressed somewhat the platen would begin to touch some caps of lower tubes. There 
is a distinct possibility that unless the tube and cap assemblies were compliant the tallest Cubes would be dam- 

is aged before the shortest tubes were contacted at all. Alternatively, the force necessary to compress all the tall 
tubes sufficiently so as to contact the shortest tube could be too large for the device to apply. In either case, 
one or more short tubes might not be pressed down at ail or might be pressed down with an insufficient amount 
of force to guarantee that the thermal time constant for that tube was equal to the thermal time constants for 
all the other tubes. This would result in the faflure to achieve the same PCR cycle for all tubes in the sample 

20 block since some tubes with different thermal time constants would not be in step with the other tubes. Heating 
the platen and softening the caps eliminates these risks by eliminating the manufacturing tolerance errors which 
lead to differing tube heights as a factor. 

In an alternative embodiment the entire heated platen 14 is covered with a compliant rubber layer. A com- 
pliant rubber layer on the heated platen would solve the height tolerance problem, but would also act as a ther- 

25 mal insulation layer which would delay the flow of heat from the heated platen to the tube caps. Further, with 
long use at high temperatures, most rubber materials deteriorate or become hard. It is therefore desirable that 
the heated platen surface be a metal and a good conductor of heat 

In another alternative embodiment 96 individual springs could be mounted on the platen so that each spring 
individually presses down on a single sample tube. This is a complex and costly solution, however, and it 

ao requires that the platen be aligned over the tube array with a mechanical precision which would be difficult or 
bothersome to achieve. 

The necessary individual compliance for each sample tube in the preferred embodiment is supplied by the 
use of plastic caps which collapse in a predictable way under the force from the platen but which, even when 
collapsed, soil exert a downward force F on the sample tubes which is adequate to keep each sample tube 

35 seated firmly in its welL 

In the sample tube cap 338 shown in Figure 15, the surface 350 should be free of nicks, flash and cuts so 
that it can provide a hermetic seal with the inner walls 352 of the sample tube 288. In the preferred embodiment 
the material for the cap is polypropylene. A suitable material might be Vaitec HH-444 or PD701 polypropylene 
manufactured by Himont as described above or PPW 1 780 by American Hoescht In the preferred embodiment, 

40 the wall thickness for the domed portion of the cap is 0. 1 30 ♦ .000 - 0.005 inches. The thickness of the shoulder 
portion 356 is 0.025 inches and the width of the domed shaped portion of the cap is 0.203 inches in the preferred 
embodiment 

Any material and configuration for the caps which wfll cause the minimum threshold force F in Figure 15 
to be applied to ail the sample tubes and which will allow the cap and upper portions of the sample tubes to be 

45 heated to a temperature high enough to prevent condensation and refluxing will suffice for purposes of prac- 
ticing the invention. The dome shaped cap 338 has a thin wall to aid in deformation of the cap. Because the 
heated platen is kept at a high temperature, the wail thickness of the domed shaped cap can be thick enough 
to be easily manufactured by injection molding since the necessary compliance to account for differences in 
tube height is not necessary at room temperature. 

50 The platen can be kept at a temperature anywhere from 94°C to 1 10°C according to the teachings of the 

invention although the range from 100°C to 110°C is preferred to prevent refluxing since the boiling point of 
water is 100°C. In this temperature range, it has been experimentally found that the caps soften just enough 
to collapse easily by as much as 1 mSlimeter. Studies have shown that the elastic properties of the polyp- 
ropylene used are such that ev n at these temperatures, the collapse is not entirely in i as tic. That is, even 

55 though th heated platen causes permanent deformation of the caps, the material of the caps still retain a sig- 
nificant enough fraction of their room temperature elastic modulus that th minimum threshold force F is applied 
to each sample tube. Further, the h ated platen lev Is ail th caps that it contacts without xcessive force 
regardless of how many tubes are present in the sampl block because of th softening of th cap. 
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Becaus the cap temperatur is above the boiling point of water during the entire PCR cyde. the inside 
surfaces of each cap remain completely dry. Thus, at the end of a PCR process, if th sampl s are cooled to 
room temperature before being removed from the sampl block, if the caps on each sampl tube ar opened, 
there is no possibility of creating an aerosol spray of the sampl tube contents which could result in cross con- 

5 tamination. This is because th re is no liquid at th cap t tube seal when the s al is broken. 

This is extremely advantageous, because tiny partides of aerosol containing amplified product DNA can 
contaminate a laboratory and get into sample tubes containing samples from other sources, e.g.. other patients, 
thereby possibly causing false positive or negative diagnostic results which can be very troublesome. Users 
of the PCR amplification process are extremely concerned that no aerosols that can contaminate other samples 

w be created. 

A system of disposable plastic items is used to convert the individual sample tubes to an 8x12 array which 
is compatible with microtiter plate format lab equipment but which maintains sufficient individual freedom of 
movement to compensate for differences in the various rates of thermal expansion of the system components. 
The relationship of the thermally compliant cap to the rest of this system is best seen in Figure 21A which is a 
15 cross sectional view of the sample block, and two sample tubes with caps in place with the sample tubes being 
held in place by the combination of one embodiment of a plastic 96 well microtiter tray and a retainer. Figure 
21 Bis an alternative . preferred embodiment showing the structure and interaction of most of the various plastic 
disposable items of the system. The rectangular plastic 96 well microtiter plate tray 342 rests on the surface 
of the sample block 12. The top edge 346 of the frame 342 has a height which is approximately 0.5 miUimeters 
shorter than the height of the caps of which cap 364 is exemplary. All of the capped tubes will project higher 
than the edge 346 of the frame 342. The frame 342 is configured such that a downward extending ridge 366 
extends into the guardband groove 78 through its entire length. The frame 342 does however have a gap (not 
shown) which corresponds to the gap in the groove 78 for the temperature sensor shown in Figure 2 in plan 
view and in Figure 7 in cross-sectional view. 

The reference plane 346 mentioned above is established by the top of the frame 342. How this reference 
plane interacts with the heated platen is as follows. Prior to screwing down the knob 318 in Figure 20 to line 
up the index marks 332 and 334 to start an amplification run. a calibration process will have been performed 
to locate the position of the index mark on the escutcheon platen 336 in Figure 20. This calibration is started 
by placing the frame 342 in Figure 21 in position on the sample block. The frame 342 will be empty however 
or any sample tubes therein will not have any caps in place. Then, the knob 31 8 is screwed down until the heated 
platen 14 is firmly in contact with the top edge 346 of the frame 342 around its entire parameter. When the knob 
318 has been screwed down sufficiently to allow the heated platen to reast on the reference plane 346 and to 
press the frame 342 firmly against the top surface 280 of the sample block, the rotatatrte escutcheon 336 of 
the preferred embodiment will be rotated until the index mark 334 on the escutcheon lines up with the index 
mark 332 on the knob 318. Then, the knob 318 is rotated counterclockwise to raise the platen 14 and the cover 
316 in Figure 19 is slid in the negative Y direction to uncover the frame 342 and the sample block 12. Sample 
tubes with caps loaded with a sample mixture may then be placed in position in the frame 342. The heated 
cover 31 6 is then placed back over the sample block, and the knob 31 8 is turned dockwise to lower the heated 
platen 14 until the index mark 332 on the knob lines up with the index mark 334 as previously posrtKjned. The 
guarantees that all tubes have been firmly seated with the minimum force F applied. The use of the index marks 
gives the user a simple, verifiable task to perform. 

If there are only a few sample tubes in place, it will take only a small amount of torque to line up the index 
marks 332 and 334. If there are many tubes, however, it wil take more torque on the knob 318 to line up die 
index marks. This is because each tube is resisting the downward movement of the heated plater 1 14 as the 
caps deform. However, the user is assured that when the index marks 332 and 334 are aligned the heated 
platon will once again be tightly placed against the top edge 346 of the frame 342 and ail tab** wfl have die 
minimum threshold force F applied thereto. This virtually guarantees that the thermal tome constant for ail the 

tubes wil be substantially the same. . na mav 

In alternative embodiments, the index marks 332 and 334 may be dupensed with, and ttie knob 318 may 
simply be turned dockwise until it will not turn any more. This condition will occur when the heated l***"^ 1 ' 
has reached the top edge or reference plane 346 and the plastic frame 342 has stopped ^r dowrmrard 
movement of the heated platen 14. Obviously in this altemativ embodiment and preferably .n the '" d «™ 
embodiment described above, the plastic of the fram 342 wil have a melting tempera*™ ^whch is s^entiy 
high to prev nt deformation of the plastic of the frame 342 when it is in contact w.th the hes ^P^" 14 ; 
the preferred embodiment the plastic of the frame 342 is celanese nylon 1503 with a wall ttuckness of 0.05 

inCh Anadvantag ofth above described system is that sampl tubes of different heights may be used simply 
by using frames 342 having different h ights. The frame 342 should hav a height which is approximately o.s 
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mil .meters snorter than the plane of me tips of the capped tubes when both al -e seated in the sample block 
Lh I Z- t r b0diment - t *° different ^ ™ «•«• ™° of motion of th ! ad sa wT 12 

TelT^ T- P ' aten 14 " Fi9Ure 19 mUSt bC SUffiCiem f0r *' "° diff — ' sizes of samp. tooes to 
be used. Of course, dunng any particular PGR processing cycle, ail tubes must be the same St 

anc ItT^V^ ab °l P T ideS temperatures in *• uniform thermal conduct- 

ance from block to sample, and isoladon of the sample rubes from the vagaries of the ambi nt environment 
Any number of sarnp e tubes up to 96 may be arrayed in the microti plate format The system lunate 
tempore control for a very ,arge number of samples and a visual indicate of the sample tempTre^r 

all samples without actually measuring the temperature of any sample. 
As the container for PCR reartinnc 

. . (i J - . — ••uiiwii hi uio pirui <in tu use poiypropyienG tubes which 

were ong.nal.y des.gned for microcenmfuges. This prior art tube had a cylindrical LZsZon dos^ 2S 
top by a snap-on cap which makes a gas-tight seal. This prior art tube had a bottom section which comprised 
the frustrum of a cone with an included angle of approximately 17 degrees. 

When such a conical sample tube is pressed down into a sample well of a sample block with a conical cavity 
wrth the same induded angle, and when the sample mixture in the tube lies entirely within the conical volume 
and below the top surface of the sample block, the thermal conductance between the block and the liquid can 
be made adequately predictable for good uniformity of sample temperature throughout the array To achieve 
adequate control of the thermal conductance between the sample block and the sample mixture, the induded 
angles of the conical tube and the sample well must match dosely. and the conical surfaces of the tube and 
well must be smooth and held together in flush relation. Further, the minimum threshold force F must be applied 
to each sample tube to press each tube tightly into the sample well so that it does not rise up or loosen in the 
well for any reason during thermal cyding, such as steam formation from trapped liquid in space 291 in Figure 
15. Finally, each tube must be loaded with the same amount of sample liquid. If the above listed conditions are 
met, the thermal conductance between the sample block and the sample liquid in each tube will be predomi- 
nantly determ.ned by the conductance of the conical plastic wall 368 in Figure 15 and a boundary layer mot 
shown) of the sample liquid at the inside surface 370 of the conical sample tube wall ' 

The thermal conductance of the plastic tube walls is determined by their thickness, which can be dosely 
controlled by the injection molding method of manufacture of the tubes. The sample liquid in all the sample 
tubes has virtually identical thermal properties. p 

It has been found by experiment and by calculation that a molded, one-piece. 96-well micro titer plate is 
only marginally feasible for PCR because the differences in the thermal expansion coefficients between alumi- 
num and plastic lead to dimensional changes which can destroy the uniformity of thermal conductance to the 
sample liquid across the array. That is. since each well in such a one-piece plate is connected to each other 
well through the surface of the plate, the distances between the wells are determined at the time of initial man- 
ufacture of the plate but change with changing temperature since the plastic of the plate has a significant coef- 
ficient of thermal expansion. Also, distances between the sample wells in the metal sample block 12 are 
dependent upon the temperature of the sample block since aluminum also has a significant coefficient of ther- 
mal expansion which is different than that of plastic. To have good thermal conductance, each sample well in 

m!! 9 "". 1 *?. 96 "**" miCr0titer P ' at8 W0U,d have to m a"" 05 * in *• corresponding well in the sample 

block at all temperatures. Since the temperature of the sample block changes over a very wide range of tem- 
peratures, the distances between the sample wells in the sample block vary cydicaUy during the PCR cyde 
Because the coefficients of thermal expansion for plastic and aluminum are substantially different the distances 
of the well separation in the sample block would vary differently over changing temperatures than would the 
distances between the sample wells of a plastic, one-piece. 96-wefl microtjtar plate. 

Thus^s an important criteria for a perfect fit between a sample tube and the corresponding sample well 
over the PCR temperature range, it is necessary that each sample tube in the 96-well array be individually free 
to move laterally and each tube must be individually free to be pressed down vertically by whatever amount is 
necessary to make flush contact with the wails of the sample well. 

The sample tubes used in the invention are different from the prior art microcentrifuge tubes in that the 
wall thickness of the conical frustrum position of the sample tube is much thinner to allow faster heat transfer 
to and from the sample liquid. The upper part of these tubes has a thicker wail thickness than the conical part 
In Figure 15. the wail thickness in the cylindrical part 288 in Figure 15 is generally 0.030 inches while the wail 
thickness for the conical wail 368 is 0.009 inches. Because thin parts cool faster than thick parts in the injection 
molding process, it is important to get the mold full before the thin parts cool off. 

The material of th sample tubes must be compatible chemically with the PCR reaction. Glass is not a PCR 
compatible material, because DNA sticks to glass and will not come off which would interfere with PCR ampfi- 
ficabon. Preferably an autodavabl polypropyl n is used. Three types of suitable polypropylene were iden- 
tified earlier herein. Som plastics are not compatible with the PCR process because of outgassing of materials 
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from the plastic or because DMA sticks to the plastic walls. Polypropylene is th best known class of plastics 

at this time. . . . . .„ . 

Conventional injection molding techniques and mold manufacture techniques for the injection mold w.ll suf- 
fice for purposes of practicing the invention. 

Th use of cone shaped sample tubes translates substantially all manufacturing toleranc rrors to height 
errors i e . a variance from tube to tub in the height of the tip of th cap to the top of the sample block wh n 
the sample tube is seated in the sample well. For example, an angle error for the angle of the sample tube walls 
is converted to a height error when the tube is placed in the sample block because of the mismatch between 
the tube wall angle and the sample well wall angle. Likewise, a diameter error in the dimensions of the cone 
would also translate into a height error since the conical part of the tube would either penetrate deeper or not 
as much as a properly dimensional tube. 

For good uniformity of thermal conductance across the array, a good fit between the sample tubes and the 
sample well must exist for all 96-wells over the full temperature range of 0 to 100-C regardless of differences 
in thermal expansion rates. Also, each of the 96 sample tubes must have walls with dimensions and wall 
thicknesses which are uniform to a very high degree. Each sample tube in which sample mixture is to be held 
should be fitted with a removable gas-tight cap that makes a gas-tight seal to prevent loss of water vapor from 
the reaction mixture when this mixture is at or near its boiling point such that the volume of the sample mixture 
does not decrease. Ail these factors combine to make a one-piece microliter plate with 96 individual sample 
wells extremely difficult to manufacture in a manner so as to achieve uniform thermal conductance for all 96 

Any structure which provides the necessary individual lateral and vertical degrees of freedom for each 
sample tube will suffice for purposes of practicing the invention. 

According to the teachings of the preferred embodiment of the invention, ail the above noted requirements 
have been met by using a 4 piece disposable plastic system. This system gives each sample tube sufficient 
freedom of motion in all necessary directions to compensate for differing rates of thermal expansion and yet 
retains up to 96 sample tubes in a 96 well microliter plate format for user convenience and compatibdity with 
other laboratory equipment which is sized to work with the industry standard 96-well microliter plate. The mul- 
ti-piece disposable plastic system is very tolerant of manufacturing tolerance errors and the diffenng thermal 
expansion rates over the wide temperature range encountered during PCR thermal cycling. 

Figures 21 A and 21 B show alternative embodiments of most of the four piece plastic system components 
in crosVsectior. as assembled to hold a plurality of sample tubes in their sample wells with sufficient freedom 
of motion to account for differing rates of thermal expansion. Figure 45 shows ail the pars of the disposable 
plastic microliter plate emulation system in an exploded view. This figure ilustrates how the parts ffl t toge the 
to form a microliter plate with all the sample tubes loosely retained in an 8x12 microtiter plate format 96 well 
array Figure 22 shows a plan view of a microtiter plate frame 342 according to the teachings of the invention 
which is partially shown in cross-section in Figures 21A and 21B. Figure 23 shows a bottom view plan view of 
the frame 342. Figure 24 is an end view of the frame 342 taken from view line 24-24' m Figure 22. Figure 25 
is an end view of m. frame 342 taken from view line 25-25' in Figure 22. Figure 26 is a cross sect, onmrough 
the frame 342 at section line 26-26' in Figure 22. Figure 27 is a cross sectional view through ttie frame 342 
Sken^ong section «ine 27-27' in F*ure 22. Figure 28 * a side view of the frame 342^en^g ^^ 
28-28' in Figure 22 with a partial cut away to show in more detai the location where a retainer to be descnbed 

^iSng jo^F^s 21 A. 21B and 22 through 28. the frame 342 is comprised 

oiate 372 in which there are formed 96 holes spaced on 9 milimeter centers in the standard microtrter ■plate 

fom^e anf 8 row, labeled A through H and 12 columns fcbeled 1 trough 12. Hole 

7 is typical of these holes. In each hole in the frame 342 there is placed a conical sample tobe such as the 

sampEtube 376 shown in Figure 15. Each sample tube is smaller in diameter than the hoU >«*f " 

by about 0.7 ml.im.ters, so mat there is a loose fit in the hole. This is best seen ^^ures 21 A and 21B by 

observing the distance between the inside edge 378 of a typical hole and the side waU 380 f* 0 ^^" 

placTtiirein. Reference numeral 382 in Figures 21 A and 21 B shows the opposite edge of the hole which * 

also spaced away from the outside wall of the cylindrical portion of me sample tube 376 

Each sarn^etube has a shoulder shown at 384 in Figures 15. 21Aand 21 ^^ Bsh ^^ d ^ 
the entire circumference of th. cylindrical portion 288 of each sample tube. The d.ametar of th^^c^r 384 
blarg nough that it will not pass through the hole, in th frame 342. yet not so large as to touch the should rs 

of the adjacent tubes in neighboring holes. pjaures 
Once all the tubes are placed in th r holes in the frame 342. a plastic retainer 386 (best seen in Figures 
21 A and 21 B and Figure 45) is snapped into apertures in th frame 342. The purpose o, th.s retainer * to keep 
ai me tubes in place such that they cannot fall out or b knocked out of the frame 342 while not interfering with 
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£h . Z'J? 6 fra " ,e MZ 7716 reainer 386 iS Si2ed and fitted 10 tne 342 such that each sample 

tube has freedom to mov vertically op and down to some extent before the shoulder 384 of th ^ enco un te^ 
e.th rth reta.n r 386 or the frame 342. Thus, the frame and retainer, when coupled, provide a rnTcitS^ 
format for up to 96 sample tubes but provide sufficient horizontal and vertical freedom such o£ e7ch tLbe Z 
free to find its best fit at a«. temperatures under the influence of the minimum thresho* force F^n fngure^ 1 5 

29 J^T ° f SamP ' e Sh ° U,der may be had bv reference to F ^es 29 and Secures 

29 and 30 are an elevaton sectional view and a partial upper sec=on of the shou^portion respeoivHyTf 

IT^ Sam f ^ A Plas6c d — "aped cap sucn as wll be described in more Setai. bSZTZ^Z 
into the sample tube shown in Figure 29 and forms a nermetic seaJ with the inside wall 390 ? ! * 
sample tube. A ndge 392 formed in the inside w„l of the sample tub. a£s as as- TJ^l?**" *° 
to prevent further penetrafo, Normai.y. the dome-shaoed ca'ps come in s^ s conni^dYy "Z ' °* P 
tah in e,eVati ° n eonn ' e,8d bv a web 394 and terminated in a tab 396 The 

sfrfac* 398° oTttTslZ IT ^ °' 6y 3 Sin9 ' e PU,L NofTO "* "» 394 rests on^e top 
,^ud~ 1 T 1 J* a " d PreVenB penetrafo " of ». cap into the sample tube. Each cap 

Rou™1 2 , h ? e ^ *!T ^ hem,et,C SeaJ ° etWeen the and *• insid « wall of the samp!e tuTe 
Figure 32 shows a top view of three caps in a typical strip of 1 2 connected caps 

of m!^«r re i et3ile f- UnderStandin9 ° f * e ret3iner - refer to n 9 ures 33 37. Rgure 33 is a top view 

of the plastoc retamer. Rgure 34 is an elevation view of the retainer taken along view line 34-34' in Rgure 3 7 
Rgure 35 ,s an end elevation view of the retainer taken along view line 35-35' in Rgure 33.7^ure 3^s a set 

m „„Hf !fr 9 J °'!I? y !° F ^ Un!S 33 * 37, retainef 386 b ^Pri**! of a single horizontal plastic plane 402 sur- 
rounded by a verbcal wall 404. The p«ane 402 has an 8 x 12 array of 96 holes formed therein drvide^Tnto 24 

SZZi P r FX SrOUPS 961 ° ff ° y **~ ^ in *• p,ane 402 such aTn?g^6 

T •■H** h3S 3 diametef ° WhiCh 13 ,ar * er «»" ««™«« °£ S 
29 andsmaHer than the dameter D 2 . This allows the retainer to be slipped over the sample tubes after thev 

384 is too large to pass through the hole 41 0. 

The retainer snaps into the frame 342 by means of plastic tabs 414 shown in Rgure, 34 and 36 These 

£2 4 C 1? ! ^ threU8h ° ieSl0ta 416 ^ 418 ^^™ a "^inFigurekTherean,^ P .as2 

tabs 414. one on each long edge of the retainer. These two plastic tabs are shown as 41 4A and 4148 in Rgu™ 

The frame 342 of Rgures 22-28. with up to 96 sample tubes placed therein and with the retainer 386 snap- 

ttzixzzzzr*"* as is shown in R ^ s2iAand2iB ^-^^edin^r P !: 

N^L P ^f 8SSi " 9, may be refnov * d simu «aneously by lifting the frame 342 out of the sample 

F ~ 7 9ni8nce and sto «3e. the frame 342 with sample tubes and retainer in place can be ins^ted 

w^reLuT^f^ "! ^ '"l^" 53 38 ***** M - F '* un 38 13 8 to P P'an view of the base 420. 
^ lB IjT ^ Pla " VieW ^ * e base - ^^ra 40 is an elevation view of the base taken from view 

« a secttonal v,ew taken through the base along section line 42^2' in Rgure 38. Rgure 43 ^sectionaJv^ew 

fn^IU'-rT* 4 S "t"* 163 3 fl3t P 13 "" 422 01 P ' aStic in 12 array of holes with sloped edges is 

^L d,men3i ° nS Spadng SUCh mat when ^ 342 is seated in the base, the 
bottoms of the sample tubes fit <nto the conical holes in the base such that the sample tubes are held in the 

ri"^ tt ^ hloose, y °«^ft«<«y and reta.ner.b^efim.ly seated and imr^bilewhen 

mejrame . .nserted « the base. The manner in which a typical sample tube 424 fits in th. base is shown"" 

, | n other W0rt3 « when ft* fr*™. ^P** tubes and retainer are seated in the base 420 the entire assembly 

becomes the exact functional equivalent of an industry standard 96-well microtiter plate, and can be placed in 
virtually any automated pipetting or sampling system for 96-well industry standard microtiter plates for further 

After die sample tubes have been filled with the necessary reagents and ONA sample to be amplified, the 
sample tubes can be capped. In an alternative emoodiment of the cap strip shwon in Rgures 31 and 3Z an 
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' entire mat of 96 caps with a compliant web connecting them in an 8 x 1 2 array may be used. This web. shown 
at 394 in Figure 31 must be sufficiently compliant so that the caps do not restrain the sampl tub s from making 
th small motions these sample tubes must make to fit perfectly in the conical wells of the sample block at aJI 
temperatures. 

5 The assembly of tubes, caps frames, retainer and bas is brought after filling the tubes to th thermal cyder. 

There, the frame, capped tubes and retainer plate are removed from the bas as a unit This unit is then placed 
in the sampl block 12 to make the assembly shown in Figure 21A or 21B with the tubes loos ly held in the 
conical wells in the sample Week. As shown in Figure 21, the frame 342 is seated on the top surface 280 of 
the guardband. In the preferred embodiment, the ridge 366 extends down into the groove 78 of the guardband. 

10 but this is not essential. 

Next the heated cover is slid over the samples, and the heated platen is screwed down as previously des- 
cribed until it contacts the top edge 346 of the frame 342. 

Within seconds after the heated platen 14 in Figure 19 touches the caps, the caps begin to soften and yield 
under the downward pressure from the lead screw 312 in Figure 19. The user then continues to turn to knob 

15 318 until the index marks 332 and 334 in Figure 20 line up which indicates that every sample tube has been 
tightly pressed into the sample block with at least the minimum threshold force F and all air gaps between the 
heated platen 14, the sample block and the top edge 346 of the frame 342 have been tightly dosed. The sample 
tubes are now in a completely dosed and controlled environment and predsion cyding of temperature can 
begin. 

20 At the end of the PCR protocol, the heated platen 14 is moved upward and away from the sample tubes, 

and the heated cover 316 is slid out of the way to expose the frame 342 and sample tubes. The frame, sample 
tubes and retainer are then removed and replaced into an empty base, and the caps can be removed. As each 
cap or string of caps is pulled off, the retainer keeps the tube from coming out of the tray. Ribs formed in the 
base (not shown in Figures 38-44) contact the retainer tabs 414A and 4148 shown in Figure 33 to keep the 

25 retainer snapped in place such that the force exerted on the tubes by removing the caps does not dislodge the 
retainer 386. 

Obviously, the frame 342 may be used with fewer than 96 tubes if desired. Also, the retainer 386 can be 
removed if desired by unsnapping It 

A user who wishes to run only a few tubes at a time and handle these tubes individually can place an empty 
30 frame 342 without retainer on the sample block. The user may then use the base as a "test tube rack" and set 
up a small number of tubes therein. These tubes can then be filled manually and capped with individual caps. 
The user may then transfer the tubes individually into wells in the sample block, dose the heated cover and 
screw down the heated platen 14 until the marks line up. PCR cyding may then commence. When the cyding 
is complete, the cover 316 is removed and the sample tubes are individually placed in an available base. The 
35 retainer is not necessary in this type of usage. 

Referring to Figures 47A and 47B (hereafter Figure 47), there is shown a block diagram for the electronics 
of a preferred embodiment of a control system in a dass of control systems represented by CPU block 10 in 
Figure 1. The purpose of the control electronics of Figure 47 is, inter alia, to receive and store user input data 
defining the desired PCR protocol, read the various temperature sensors, calculate the sample temperature, 
40 compare the calculated sample temperature to the desired temperature as defined by the user defined PCR 
protocol, monitor the power line voltage and control the film heater zones and the ramp cooling valves to carry 
out the desired temperature profile of the user defined PCR protocol. 

A microprocessor (hereafter CPU) 450 executes the control program described below and given in Appen- 
dix C in source code form. In the preferred embodiment, the CPU 450 is an OKI CMOS 8085. The CPU drives 
45 an address bus 452 by which various ones of the other drcuit elements in Figure 47 are addressed. The CPU 
also drives a data bus 454 by which data is transmitted to various of the other circuit elements in Figure 47. 

The control program of Appendix C and some system constants are stored in EPROM 456. User entered 
data and other system constants and characteristics measured during the install process (install program 
execution described below) are stored in battery backed up RAM 458. A system dock/calendar 460 supplies 
so the CPU 450 with data and time information for purposes of recording a history of events during PCR runs and 
the duration of power failures as described below in the description of the control software. 

An address decoder 462 receives and decodes addresses from the address bus 452 and activates the 
appropriate chip select lines on a chip select bus 464. 

The user enters PCR protocol data via a keyboard 466 in response to information displayed by CPU on 
55 display 468. Th two way communication between the user and the CPU 450 is described in more detail below 
in the user interface section of the description of the control software. A k yboard interface drcuit 470 converts 
user keystrokes to data which is read by the CPU via th data bus 454. 

Two programmable interval timers 472 and 474 each contain counters which are loaded with counts cal- 
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cuiated by the CPU 450 to control the intervals during which power is acpiied :u the various film heater -ones 
An interrupt controller 476 sends interrupt requests to the CPU 450 every 200 milliseconds causing the 
CPU 450 to run the PID task described below in the description of the control software. This task reads the 
temperature sensors and calculates the heating or cooling power necessary to move the sample temperature 
5 from its current level to the level desired by the user for that point in time in the PCR protocol being executed 
A UART 478 services an RS232 interface circuit 480 such that data stored in the RAM 480 may be output 
to a printer. Th control software maintains a record of each PCR run which is performed with respect to the 
actuaJ temperatures which existed at various times during the run for purposes of user validation that the PCR 
protocol actually executed corresponded to the PCR protocol desired by the user. In acdition, user entered data 
io defining the specific times and temperatures desired during a particular PCR protocol is also stored. All this 
data and other data as well may be read by the CPU 450 and output to a printer coupled to the RS232 port via 
the UART 478. The RS232 interface also allows an external computer to take control of the address and data 
buses for purposes of testing. 

A peripheral interface chip (hereafter PIC) 482 serves as a programmable set of 4 input/output registers 
15 At power-up. the CPU 450 selects the PIC 482 via the address decoder 462 and the chip select bus 464. The 
CPU then writes a data word to the PIC via data bus 454 to program the PIC 482 regarding which registers are 
to be output ports and which are to be input ports. Subsequently, the CPU 450 uses the output registers to 
store data words written therein by the CPU via the data bus 454 to control the internal logic state of a prog- 
rammable array logic chip (PAL) 484. 
20 The PAL 484 is a state machine which has a plurality of input signals and a plurality of output signals. PAL's 

in general contain an array of logic which has a number of different states. Each state is defined by the array 
or vector of logic states at the inputs and each state results in a different array or vector of logic states on the 
outputs. The CPU 450, PIC 482. PAL 484 and several other circuits to be defined below cooperate to generate 
different states of the various output signals from the PAL 484. These different states and associated output 
25 signals are what control the operation of the electronics shown in Figure 47 as will be described below. 

A 12 bit analog-to-digital converter (A/D) 486 converts analog voltages on lines 488 and 490 to digital sig- 
nals on data bus 454. These are read by the CPU by generating an address for the A/D converter such that a 
chip select signal on bus 464 coupled to the chip select input of the A/D converter goes active and activates 
the converter. The analog signals on lines 488 and 490 are the output lines of two multiplexers 492 and 494. 
30 Multiplexer 492 has four inputs ports, each having two signal lines. Each of these ports is coupled to one of 
the four temperature sensors in the system. The first port is coupled to the sample block temperature sensor. 
The second and third ports are coupled to the coolant and ambient temperature sensors, respectively and the 
fourth port is coupled to the heated cover temperature sensor. A typical rircuitfor each one of these temperature 
sensors is shown in Figure 48. A 20,000 ohm resistor 496 receives at a node 497 a regulated +1 5 volt regulated 
35 power supply 498 in Figure 47 via a bus connection line which is not shown. This +1 5 volts D.C. signal reverse 
biases a zener diode 500. The reverse bias current and the voltage drop across the zener diode are functions 
of the temperature. The voltage drop across the diode is input to the multiplexer 292 via lines 502 and 504. 
Each temperature sensor has a similar connection to the multiplexer 292. 

Multiplexer 494 also has 4 input ports but only three are connected. The first input port is coupled to a caJh 
40 bration voltage generator 506. This voJtage generator outputs two precisely controlled voltage levels to the mul- 
tiplexer inputs and is very thermally stable. That is, the reference voltage output by voltage source 506 drifts 
very little if at all with temperature. This voltage is read from time to time by the CPU 450 and compared to a 
stored constant which represents the level this reference voltage had at a known temperature as measured 
during execution of the install process described below. If the reference voltage has drifted from the level 
45 measured and stored during the install process, the CPU 450 knows that the other electronic circuitry used for 
sensing the various temperatures and line voltages has also drifted and adjusts their outputs accordingly to 
maintain very accurate control over the temperature measuring process. 

The other input to the multiplexer 494 is coupled via line 510 to an RMS-to-DC converter circuit 512. This 
circuit has an input 514 coupled to a step-down transforme- 51 6 and receives an A.C. -'oltage at input 514 which 
so is proportional to the then existing line voltage at A.C. power input 518. The RMS-to-DC converter 51 2 rectifies 
the AX. voltage and averages it to develop a D.C. voltage on line 510 which also is proportional to the A.C. 
input voltage on line 518. 

Four optically coupled triac drivers 530, 532, 534 and 536 receive input control signals via control bus 538 
from PAI logic 484. Each of the triac drivers 530, 532 and 534 controls power to one of th three film heater 
55 zon s. These heater zones are represented by blocks 254, 260/262 and 256/258 (the sam reference numerals 
used in Figure 13). The triac driver 536 controls power to the heated cover, represented by block 544 via a 
thermal cut-out switch 546. The heater zones of the film h ater are protected by a block th rmai cutout switch 
548, The purpose of the thermal cutout switches is to prevent meltdown of the film heater/sample block on the 
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heated cover in cas of a failure leading to th triac drivers b ing left on for an unsafe interval. If such an event 
happ ns f the thermal cut-out switches detect an overly hot condition, and shut down the triacs via signals on 
lines 552 or 554. 

The main heater zon of the film heater is rated at 360 watts whil the manifold and edge h aterzon s 
5 are rated at 180 watts and 170 watts respectiv ly. The triac drivers ar Motorola MAC 15A10 15 amp tiiacs. 
Each heater zone is split into 2 electrically isolated sections each dissipating 1/2 the power. The 2 halves are 
connected in parallel for lin voltages at 518 less than 150 volts RMS. For line voltages greater than this, the 
two halves are connected in series. These alternate connections are accomplished through a "personality* plug 
550. 

10 The AC power supply for the film heater zones is line 559. and the AC supply for the heated cover is via 

line 560. 

A zero crossing detector 566 provides basic system timing by emitting a pulse on line 568 at each zero 
crossing of the AC power on line 518. The zero crossing detector is a NationaJ LM 31 1 N referenced to analog 
ground and has 25 mV of hysteresis. The zero crossing detector takes its input from transformer 516 which 
is outputs A.C. signal from 0 to 5.52 volts for an A.C. input signal of from 0 to 240 volts A.C. 

A power transformer 570 supplies A.C. power to the pump 41 that pumps coolant through the ramp and 
bias cooling channels. The refrigeration unit 40 also receives its A.C. power from the transformer 570 via 
another portion of the personality pfug 550. The transformer 550 also supplies power to three regulated power 
supplies 572, 498 and 574 and one unregulated power supply 576. 
20 For accuracy purposes in measuring the temperatures, the calibration voltage generator 506 uses a series 

of very precise, thin-rllm, uitralow temperature drift 2CK ohm resistors (not shown in Figure 47 ). 

These same uitralow drift resistors are used to set the gain of an analog amplifier 578 which amplifies the 
output voltage from the selected temperature sensor prior to conversion to a digital value. These resistors drift 
only 5 ppm/C. 

25 Ail the temperature sensors are calibrated by placing them (separated from the structures whose temperat- 

ures they measure) first in a stable, stirred-oil, temperature controlled bath at 40°C and measuring the actual 
output voltages at the inputs to the multiplexer 492. The temperature sensors are then placed in a bath at a 
temperature of 95°C and their output voltages are again measured at the same points. The output voltage of 
the calibration voltage generator 506 is also measured at the input of the multiplexer 494. For each temperature, 

30 the digital output difference from the A/D converter 486 between each of the temperature sensor outputs and 
the digital output that results from the voltage generated by the calibration voltage generator 506 is measured. 
The calibration constants for each temperature sensor to calibrate each for changes in temperature may then 
be calculated. 

The sample block temperature sensor is then subjected to a further calibration procedure. This procedure 
35 involves driving the sample block to two different temperatures. At each temperature level, the actual tempera- 
ture of the block in 1 6 different sample wells is measured using 1 6 RTD thermocouple probes accurate to within 
0.02°C An average profie for the temperature of the block is then generated and the output of the A/D converter 
464 is measured with the block temperature sensor in its place in the sample block. This is done at both tem- 
perature levels. From the actual block temperature as measured by the RTD probes and the A/D output for the 
40 block temperature sensor, a further calibration factor can be calculated. The temperature calibration factors so 
generated are stored in battery backed up RAM 458. Once these calibration factors are determined for the sys- 
tem, it is important that the system not drift appreciably from the electrical characteristics that existed at the 
time of calibration. It is important therefore that low drift circuits be selected and that uitralow drift resistors be 
used. 

45 The manner in which the CPU 450 controls the sample block temperature can be best understood by refer- 

ence to the section below describing the control program. However, to illustrate how the electronic circuitry of 
Figure 47 cooperates with the control software to carry out a PCR protocol consider the following. 

The zero crossing detector 566 has two outputs in output bus 568. One of these outputs emits a negative 
going pulse for every positive going transition of the A.C. signal across the zero voltage reference. The other 

so emits a negative pulse upon every negative-going transition of the A.C. signal across the zero reference voltage 
level. These two pulses, shown typically at 580 define one complete cycle or two half cydes. It is the pulse 
trains on bus 568 which define the 200 millisecond sample periods. For 60 cyde/sec A.C. as found in the U.S., 
200 maiiseconds contains 24 half cydes. 

A typical sample period is shown in Figure 49. Each 'tick* mark in Figure 49 represents one half cyde. 

55 During each 200 msec sample period, the CPU 450 i calculating th amount of heating or cooling power 
needed to maintain the sample block temperature at a user defined setpoint or incubation temperature or to 
move the block temperature to a new temperature d pending upon where in the PCR protocol time line the 
particular sampl period lies. Th amount of power needed in each film heater zon is converted into a number 
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1 Zl r ? Z ° ne ' S { ° femain 0ff dU " ng the next 200 msec sam P ,e P eri0 <- J"* before ft end 

of ^current samp, period in which thes calculations are made, me CPU 450 addresses each of ftT time* 
•n the programmable mterval timer (PIT) 472. To each timer, the CPU writes data constituting a 

amp penoc. In Figure 49. this data is wntten to the timers during interva, 590 Just preceding ft sting L 
592 of the next sample penod. Assume that a rapid ramp up to ft denaturaoon temperature of 94«ctc^ed 
.or by the user setpomt data for an interva. which includes the sample" interval between times 592 and 5 9 7 

«,n^^ 4 i^*!^" ^ 53,11,3,6 Pen0d - thiS 1,16 CPU writes a three into the 
ce. ,.. . 4. r u w.Ji the cenirai zone heater during interval 590. This write operation automati- 

callycauses fte timer to issue a 'shut off signal on the particular control line of bus 592 
centrai zone heater. This 'shut off signal cause, fte PAL 484 to issue a 'shut off signal on ftTpartc^ one 
of the SMjnal hnes ,n bus 538 associated with fte central zone. The triac driver 530 ften shuts S at fte7e* 

PA^Thtrf ^ P ' T reC8VeS 3 PU ' Se Wn °' P-«^"8 P*- on L s£Zm fte 
PAL 484 These pulses are translations of the zerc-crossing pulses on 2-line bus 568 by PAL 484 into positive 
gong pulses at all zero crossing pulses on 2-line bus 568 by PAL 484 into positive going^tees « M z7m 

cZET* 3 Z gl9 l ne ' '''^ J ' ne 594 ' ^ «™ r in PlT 472 ^atedw^ftecenJmm^^zonfs^ 
* Z 1 PfeSent °° unt ° f 3 USing the na,f c y de marWn 9 P"'ses on line 594 as its dock. At the 

Jh,s tnansmon from the off to on state is shown at 596 in Figure 49. This transition is communicated to PAL 
TJ1 SS" 96 St3te ° f the a PP ro P riate ou *Put signal on bus 538 to switch the Mac driver 530 

on at ft e third zeroising. Note that by switching fte triacs on at the zero crossings as is done in fte preferred 
embodiment, switching off of a high current flowing through an inductor(the fJm heater conduct SSE? 

^r^zr* q :: e T° n t 01 radio frequency interferenc8 ° r o,her ^ ^ ^ *• 

mg a portion of each half cycle to the film heater in accordance with the calculated amount of power needed 
w,U aso work as an alternative embodiment, but is not preferred because of fte noise generateoTy ftis t^ 

The other timers of PIT 472 and 474 work in a similar manner to manage fte power applied to fte other 
heater zones and to the heated cover in accordance with power calculated by the CPU 

• JST COO "' nS '* controlled b * CPU 450 ***** trough the peripheral interface 482. When fte heat- 
ingAxohng power calculations performed during each sample period indicate that ramp cooling cLTl 
needed, fte CPU 450 addresses the peripheral interface controller (PIC) 482. A data word is then written into 
m ^TSZT" »9-l«'to*fc«oulp U tli n « an high. TMsoutputlkMiriao-nai IMirormono.l.btemullMbmM 
602 and 604 and causes each to emit a single pulse, on lines 606 and 608. respectively. These pulses each 
have peak currents just under 1 ampere and a pulse duration of approximately 100 milliseconds. The purpose 
PU,SeS " to dri T e *• *■•«*» <*n«rol flow through fte ramp cooling channels^ 

£T£ T^ mP J°° "? fl0W<,uicld y -^P"^on line 606 cause8adriver610togmundallne612coupled 
to one site of the soleno.d coil 614 of one of fte solenoid operated valves. The other terminal of fte coil 614 
a coupled to a power supply -rail" 616 at *24 volts DC from power supply 576. The one shot 602 centre's the 
ramp cooing solenoid operted valve for flow in one direction, and the one shot 604 controls the solenoid oper- 
ated valve for flow in the opposite drection. 

Simultaneously, the activation of the RCOOL signal on line 600 causes a driver 618 to be activated This 

^rZ^" dS ^ '!? 812 ^" XJgh 8 CUmm limitin9 « 20 - 71,8 <* W» current limiting resistor is 

such thai the currentflowmg through line 622 is at least equal to fte hold current necessary to keep fte solenoid 
valve 614 open Solenoid coils have transient characteristics that require large currents to turn on a solenoid 
operated valve but substantially less current to keep ft. valve open. When fte 100 msec pulse on line 606 

T, *™ 7? ^ 9 S™"*"* * 8 612 lea ving only the ground connection through the 

resistor 620 and driver 61 8 for holding current 

The solenoid valve 614 controls the flow of ramp cooling coolant through fte sample block in on'y 1/2 fte 
ramp cooling tubes. ..e.. fte tubes carrying the coolant in one direction through the sample block. Another sol- 
eno.d operated varve 624 controls fte coolant now of coolant through the sample block in fte opposite direction 
This valve 624 is driven in exactly the same way as solenoid operated valve 614 by drivers 626 and 628 one 
shot 604 and line 608. 

The need for ramp cooling is evaluated once every sample period. When the PID task of the control software 
determines from measuring fte block temperature and comparing it to fte desired block temperature that ramo 
cooling is no longer n eded, fte RCOOL signal on line 600 is deactivated. This is done by ft CPU 450 bv 

o^ri* 8 P,C 482 Writi " 9 d3ta t0 rt Which reverees * appropriates bit in the register in 

PIC 432 which is coupled to line 600. 
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The PIT 474 also has two other timers therein which time a 20 Hz interrupt and a heating LED which gives 
a visibl indication when the sample block is hot and unsafe to touch. 

The system also indudes a beeper one shot 630 and a beeper 632 to warn the user when an incorrect 
keystrok has been made. 

5 Th programmable interrupt controller 476 is used to detect 7 interrupts; Level 1- test: Level 2-20 Hz; Level 

3 -Transmit Ready; Level 4 - Recerve ready; Level 5 - Keyboard interrupt; I vel 6 - Main heater turn on; and. 
Level 7 -A.C. line zero cross. 

The peripheral interface controller 482 has four outputs (not shown) for controlling the multiplexers 492 
and 494. These signals MUX1 EN and MUX2 EN enable one or the other of the two multiplexers 492 and 494 

10 while the signals MUX 0 and MUX 1 control which channel is selected for input to the amplifier 578. These sig- 
nals are managed so that only one channel from the two multiplexers can be selected at any one time. 

An RLTR1G* signal resets a timeout one shot 632 for the heaters which disables the heaters via activation 
of the signal TIMEOUT EN* to the PAL 484 rf the CPU crashes. That is. the one shot 632 has a predetermined 
interval which it will wait after each trigger before it activates the signal TIMEOUT EN* which disables all the 

15 heater zones. The CPU 450 exexutes a routine periodically which addresses the PIC 482 and writes data to 
the appropriate register to cause activation of a signal on line 634 to trigger the one shot 632. If the CPU 450 
•crashes" for any reason and does not execute this routine, the timeout one-shot 632 disables all the heater 
zones. 

The PIC 482 also has outputs COVHTR EN* and BLKHTREN* (not shown) for enabling the heated cover 
20 and the sample block heater. Both of these signals are active low and are controlled by the CPU 450. They 
are output to the PAL 484 via bus 636. 

The PIC 482 also outputs the signals BEEP and BEEPCLR* on bus 640 to control the beeper one shot 

630. 

The PIC 482 also outputs a signal MEM1 (not shown) which is used to switch pages between the high 
25 address section of EPROM 456 and the low address section of battery RAM 458. Two other signals PAGE SEL 
0 and PAGE SEL 1 (not shown) are output to select between four 16K pages in EPROM 456. 

The four temperature sensors are National LM 135 zener diode type sensors with a zener voltage/tempera- 
ture dependence of 10 mWK. The zener diodes are driven from the regulated power supply 498 through the 
20K resistor 496. The current through the zeners varies from approximately 560 uA to 615 uA over the 0°C to 
^ 30 100°C operating range. The zener self heating varies from 1 .68 mW to 2.1 0 mW over the same range. 

The multiplexers 492 and 494 are DG409 analog switches. The voltages on lines 488 and 490 are amplified 
by an AD625KN instrumentation amplifier with a transfer function of Vout= 3-V, n - 7.5. The A/D converter 486 
is an AD7672 with an input range from 0-5 volts. With the zener temperature sensor output from Z73 to 3.73 
volts over the Q-C to 100°C range, the output of the amplifier 578 will be 0.69 volts to 3.69 volts, which is com- 

35 fbrtabty within the A/D input range. 

The key to highly accurate system performance are good accuracy and low drift with changes in ambient 
temperature. Both of these goals are achieved by using a precision voltage reference source, i.e., calibration 
voltage generator 506, and continuously monitoring its output through the same chain of electronics as are used 
to monitor the outputs of the temperature sensors and the AC line voltage on line 51 0. 

40 The calibration voltage generator 506 outputs two precision voltages on lines 650 and 652. One voltage 

is 3 75 volts and the other is 3.125 volts. These voltages are obtained by dividing down a regulated supply volt- 
age using a string of ultralow drift integrated, thin film resistors with a 0.05% match between resistors and a 
5 ppm/degree C temperature drift coefficient between resistors. The calibration voltage generator also gener- 
ates S volts for the A/D converter reference voltage and -7.5 volts for the instrumentation amplifier offset These 

45 two voltages are communicated to the A/D 486 and the amplifier 578 by lines which are not shown. These two 
negative voltages are generated using the same thin film resistor network and OP 27 GZ op-amps (not shown). 
The gain setting resistors for the operational amplifier 578 are also the ultralow drift thin-film, integrated, 

matched resistors. , . 

The control firmware, control electronics and the block design are designed such that well-to-well and ins- 
so trument-to-instrument transportability of PGR protocols is possible. 

High throughput laboratories benefit from instruments which are easy to use for a wide spectrum of lab 
personnel and which require a minimal amount of training. The software for the invention was developed to 
handl complex PGR mefmocyding protocols whie remaining easy to program. In addition, it is provided with 
safeguards to assure the integrity of samples during power interruptions, and can document the detailed ev nts 

55 of ach run in safe memory. 

After completing power-up s If-checks shown in Figures 53 and 54. to assure the peratorthatth syst m 
is operating properly, the user interface of the inv ntion offers a simple, top-level menu, inviting the user to run. 
cr ate or edit a file, or to access a utility function. No programming skills are required, since pre-existing d fault 
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insouctions to hold . a-TL «!ZT„ ? 8 !f " a " y s p '° 3 ' a,ns - A fle °°™»>Y conrta of a set of 

occur achcycl • time , P ^ of sevefal <* changes to control parameters will 

^tXc^ZTZ^TT 1 xtension - for enhancement,, time decern nbng o 
-t^stransfe^ ^f 9 '" 5 * ^ ™* 

« The invention has the Ability to^S^SS ,2 dImJ Programmed to the nearest second, 

additions or fbr « mo ^tS^^^3i ad ^ ° rm ° re ^ * ™ f0f r ^ 9nt 

to km*imJ^££El^ ■ nd to fl39 any specia) ■*» or «™ ™»«ges relating 

fs parameters runJZ £! * ^ 9,9 ,mentiCn provkles hardc °Py documentation of file and method 
dXt ""eAemperature data with a time/date stamp, configuration parameters, and sorted 

raml^r J aSSUre reproducib,e fennocyding. the computed sample temperature is displayed durino th. 

^ P F^ET" f ^ ^ A temPefatUre 008 ^^"^than the set t JpS^ no ^a^.y 
a. Z the ramp-dme and hold-time docks, but this can be altered by the user Provided LT! 

1™ ~r ^ °' ^ and vo)u ™ is used - *e sample w a. always approach *T^?JS J 

^^Z W TZ a Same re9art,eSS ° f lo "9 -short sar^e InTbabon «m«7teZn 

^^eSZtion^nd i?T add,t, ° n - 3 SVStem Perf °' 7nanc8 P^s a comprehensive sub- 

system evaluation and generates a summary status report 

The control firmware is comprised of several sections which are listed below 

- Diagnostics 
30 - Calibration 

-Install 

- Real time operating system 

~ Njn « prioritized tasks that manage the system 

- Start-up sequence 
35 - User interface 

m^^^T™ manag8S aVerag ° san, P ,e block temperature to within 0.1-C as well as 
2 A teZ^ 'Z^Z n ° nHJnffamiity 33 be,ween »-P<e Wok to within 0.5-C 

^pt^rl ^ atm8aSUreS 3nd —^satesforlinevoltegefluctuationsand eiectronic 

d* 5^17 P °T," P dta « nortcB »■* «tolennine if system components are working. 

45 wii l Sn^7.ST iMd USe L int8rfaC8 ' 8mp, °y in 9 8 menu syst»"i that allows instrument operation 
with mintmaJ dependency on the operators manual. *^ 

6. The ability to link up to 17 PCR protocols and store them as a method 

7. The ability to store up to 150 PCR protocols and methods in the user interlace 

and co^\?nTS^ and ^ ^ * * * ™ for ma™ temperature 

P^SJ Part of the us^ interface and which modifies tau (the tube time constant^ the 

10 Upon reco^ from a power failure, the system drives the sample block to 4»C to save any samoles 

Jart^thTpn^taTk^ C ° nt8n,S - * mn time " Paramet8ra ^ ^ PCR P ro ^ eters as 

12. The ability to configure to which the apparatus wfl return during any idle state. 
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1 3. The ability to check that th set point temp rature is reached with a reasonable amount of time. 

14. The ability to control the instrument remot ly via an RS232 port- 
There are several levels of diagnostics which are described below: 

A series of power-up tests are automatically performed ach time the in strum nt is turned on. They 
5 evaluate critical areas of the hardware without user interv ntion. Any test that detects a component failure will 
be run again. If the test fails twice, an error message is displayed and the keyboard is electronically locked to 
prevent the user from continuing. 
The following areas are tested: 

Programmable Peripheral Interface device 
10 Battery RAM device 

Battery RAM checksum 
EPROM devices 

Programmable Interface Timer devices 
Clock / Calendar device 
15 Programmable Interrupt Controller device 

Analog to Digital section 
Temperature sensors 
Verify proper configuration plug 
A Series of service only diagnostics are available to final testers at the manufacturer's location or to field 
20 service engineers through a "hidden" keystroke sequence (i.e. unknown to the customer). Many of the tests 
are the same as the ones in the start up diagnostics with the exception that they can be continually executed 
up to 99 times. 

The following areas are tested: 

Programmable Peripheral Interface device 
25 Battery RAM device 

Battery RAM checksum 
EPROM devices 

Programmable Interface Timer devices 
Clock / Calendar device 
30 Pro g ra m mable Interrupt Controller device 

Analog to Digital section 
RS-232 section 
Display section 
Keyboard 
35 Beeper 

Ramp Cooling Valves 
Check for EPROM mismatch 
Firmware version level 
Battery RAM Checksum and Initialization 
40 Autostart Program Flag 

Clear Calibration Rag 
Heated Cover heater and control circuitry 
Edge heater and control circuitry 
Manifold heater and control circuitry 
45 Central heater and control circuitry 

Sample block thermal cutoff test 
Heated cover thermal cutoff test 
User diagnostics are also available to ailow the user to perform a quick cool and heat ramp verification test 
and an extensive confirmation of the heating and cooling system. These diagnostics also allow the user to view 
so the history fHe, which is a sequential record of events that occurred in the previous run. The records contain 
time, temperature, setpoint number, cycle number, program number and status messages. 

Remote Diagnostics are available to ailow control of the system from an external computer via the RS-232 
port Control is limited to the service diagnostics and instrument calibration onty. 

Calibration to determine various parameters such as heater resistance, etc is performed. Access to the 
55 calibration screen is limited by a "hidden" key sequence (i. . unknown to the customer). The following par- 
ameters temperature because any changes in A/D output is du to temperature d p ndencies in the analog 
chain (multiplexer, analog amplifier and A/D converter). 

Calibration of th four temperature sensors (sampl block, ambient, coolant and heated cov r) is performed 
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™v). These »al UM a,. n M i„,° Ts!n« '* " K:0 "" ,,1 ,XX X ' C " ^ 

a one join, as*. s us « S>S ' ^ Sm " '""M™"™ aco, ra cy „ ,„e s , areas „ „ ot Clitia ,, 

1 . To uncover marginal or faulty components 

3. To measure heating and cooling system degradation overtime 

Install s executed once before the system is shipped and should also be run before use or wh„n 

major component is replaced. The Install program may also be run by the user und« 

alielf™^^^^ 

the °° 0lin9 conductanC8 tests ™asures the thermal conductance across the sample block to 

the control cooling passages. This test is performed by first driving the sample block tam^rl^Sr^ 

IZ^JZTK^ inte9ratins * e heater ^ ^to^^tS^^ 1 ^;; 

T _. , , <8) ^ " IHraK ' p ower,„/£Btod<-ri>oiarilTerr,p 

Typical values are 1.40 to t.55 «un A low may Mtau. , cogg^ , Jl„ . h|oll „ m „„ . 

where- (10) ° P = ramP " (heatef " COntr ° < 0001 ^ ' deto tefT iP- 

ramp time » 20 seconds 

heater power = 500 watts 
control cool =(X block - coolant temp) • «CC 

delta temp =» TBIock^ - TBIock^ 

A chfller test measures trt system cooling output in watts at in*e anrt th- 

or chHIer output, at a given temperas a e,L, to^the ^n^^^^^^ 

ma,n components are: 1. heating power required to maintain the block at a Qrv^Z^ZZTTZ^: 
pated by »e P*mp used to Crclat »e cCant a^nd »e system. ^Z^T^L^Z 
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ambi nt Th chiller power parameter is measured by controlling the coolant temperature at erth r10°CoM8°C 
and integrating the power applied to the samcie block tc maintain a constant coolant temperature, over a 32 
second interval. The difference between the block and cooiant temperature is also integrated to compute losses 
to ambient temperature. 

5 (11) Chiller power = I Heating power + Pump power +* (Kamb * Z (bik-cooi temp)) 

where; 

heating power = Sum of heating power required to maintain coclant at 10°C or 18°C over time 32 sec- 
onds. 

Pump Power - Circulating pump, 12 watts 

io Kamb = Conductance to ambient, 20 watts/°C 

blk-cooi temp = Sum of difference in block and cooiant temp over time 32 seconds 

The typical value for chiller power is 230 watts ± 40 at 1 0°C and 370 watts ± 30 at 1 8°C. Low chiller power 

may be due to an obstruction in trie fan path, a defective fan, or a marginal or faulty chiller unit It may also be 

due to a miswired voltage configuration plug. 
T5 A ramp cooling conductance (Kc) test measures the thermal conductance at 10°C and 18°C across the 

sample block to the ramp and control cooling passages. This test is performed by first controlling the cooiant 

temperature at 10°C or 18°C, then integrating, over a 30 second time interval, the heating power applied to 

maintain the coolant at the given temperature divided by the difference of block and coolant temperature over 

the time interval. 

20 (12) Kc = I Heating power / 1 (block - coolant temperature) 

Typical values for Kc are 28 watts/°C t 3 at 10°C and 31 watts / ° C 

± 3 at 18°C. A low Kc may be due to a dosed or obstructed ramp valve, kinked coolant tubing, weak pump or 
a hard water/Prestone™ mixture. 

A sensor lag test measures the block sensor lag by first controlling the block temperature to 35°C and then 
25 applying 500 watts of heater power for 2 seconds and measuring the time required for the block to rise 1°C. 
Typical values are 13 to 16 units, where each unit is equal to 200 ms. A slow or long sensor lag can be due to 
a poor interface between the sensor and the block, such as lack of thermal grease, a poorly machined sensor 
cavity or a faulty sensor. 

The remaining install tests are currently executed by the install program but have limited diagnostic pur- 
30 poses due to the fact that they are calculated values or are a function of so many variables that their results 
do not determine the source of a problem accurately. 

The install program calculates the slope of the ramp cooling conductance (S c ) between 18°C and 10°C. It 
is a measure of the linearity of the conductance curve, it is also used to approximate the ramp cooling con- 
ductance at 0°C. Typical values are 0.40 ± 0.Z The spread in values attest to the fact that it is just an approxi- 
35 mation. 

(13) S c = (Kc_18 o -Kc_10 o )/(18 o C-10°C) 
The install program also calculates the cooling conductance Kco. Kco is an approximation of the cooling 
conductance at 0°C. The value is extrapolated from the actual conductance at 10°C. Typical values are 23 
wattsTC ± 5. The formula used is: 
40 (14) Kco = KcJO- (Sc * 10°C) 

The install program also calculates coolant capacity (Cool Cp) which is an approximation of thermal 
capacity of the entire coolant stream (coolant, plumbing lines, heat exchanger, and valves). The cooling 
capacity is equal to components that pump heat into the coolant minus the components that remove heat from 
the coolant The mechanics used to measure and calculate these components are complex and are described 
45 in detail in the source code description section. In this measurement the coolant is allowed to stabflize at 10°C. 
Maximum heater power is applied to the sample block for a period of 1 28 seconds. 

(15) Cool Cp = Heat Sources - Coolant sources 
(16) Cool Cp = Heater Power + Pump Power «• Kamb * (TTamb - ZTcooi) 
- Block Cp * (Tblock^ - Tblock^a) 
50 - Average Chiller Power between Tcooi^ and TcooU 128 

Characters enclosed in { } indicate the variable names used in the source code. 



Heater-Ping Test Pseudocode: 
55 The heater ping test verifi s that the heaters are property wired for the current line voltage. 
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Get the sample block and coolant to a known and stable 
point . 



Turn ON the ramp cooling valves 

Wait for the block and coolant to go below 5<»c 

Turn OFF ramp cooling valves 

Measure the cooling effect of control cooling by 
measuring the block temperature drop over a 10 second 
time interval. Wait 10 seconds for stabilization before 
taking any measurements. 



Wait 10 seconds 

tempi - block temperature 

Wait 10 seconds 

temp2 - block temperature 

{tempa} « temp2 - tempi 



Examine the variable {linevolts} which contains the 
actual measured line voltage. Pulse the heater with 75 
watts for a line voltage greater then 190V or with 3 00 
watts if it less than 140V. 

if ({linevolts) > 190 Volts) then 

deliver 75 watts to heater 
else 

deliver 300 watts to heater 



Measure the temperature rise over a 10 second time 
period. The result is the average heat rate in 0.01 
•/second. 



tempi - block temperature 

Wait 10 seconds 

temp2 - block temperature 

{tempb} m temp2 - tempi 
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Subtract the average heat rate {tecpb} from the control 
cooling effect to calculate true heating rate 

(17) heat_rate - {tempb} - {tempa) 

Evaluate the heat_rate. For 220V-230V, the heat rate 
should be less than 0.30 -/second. For 100V-120V the 
heat rate should be greater than 0.30 V«econd. 

if (linevoltage - 2 2 0V and heat_rate > 0.30 Vsecond) 

then 

Error -> Heaters wired for 120 
Lock up keyboard 
if (linevoltage - 120V and heat_rate < 0.30 '/second) 

then 

Error -> Heaters wired for 220 
Lock up keyboard 

KCC Test Pseudo^dp; 

This test measures the control cooling conductance also 
known as K ee . 

K ce is measured at a block temperature of 60»c. 

Drive block to 60 # C 

Maintain block temperature at 60 # C for 300 seconds 

Integrate the power being applied to the sample block 
heaters over a 3 0 second time period. Measure and 
integrate the power required to maintain the block 
temperature with control cooling bias. 

sua} - 0 (delta temperature sum) 

{ ma in_pwr_s um } « 0 (main heater power sum) 
{aux_pvr_sum} - 0 (auxiliary heater power sum) 

for (count - l to 30) 
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{ 

{dt_6u*> - {dt_sux> + (block teaperature - coolant 
teaperature) 

«»it: 1 sec 

Accumulate the paver applied to the main and 
auxiliary heater.. The actual coda resides in the 
PID control taak and is therefor, summed every 
2 00ns. 



{=ain_pvr_sua} - {aain_pvr_sua) + <actual_pover) 
{aux_pvr_sum} - {aux_pvr_sum> * {auxl actual) * 
{aux2_actual} "* 

} 

Compute the conductance by dividing the power sua by the 
temperature bub. Note that the unite are 10 mW/«c. 

(18) - ( <aain_pwr_»uffi} + {aux_pvr_sum} ) / <dt_sum> 

BI^QCy C? Test p« TV * Tgg flf}« 

This test measures the sample block thermal capacity. 

Drive the block to 35 »c 

control block temperature «t 35-C for 5 seconds and 
record initial temperature. 

initial_temp « block temperature 

Deliver maximum pover to heaters for 20 seconds vnile 
summing the difference in block to coolant temperature as 
well as heater pover. 

Deliver 500 vatts 
{ dt_»um } • o 
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for (count « 1 to 20 seconds) 

{ 

{dt^suz} «* {dt_sum,v t (block taaperature - coolant 
tenperature ) 

wait 1 second 

} 

(19) delta_temp - block temperature - initial_temp 

Compute the joules in cooling power due to control 
cooling which occurs during ramp. 

(20) cool_joule - Control cooling conductance (K CC J * 
{dt_sum> 

Compute the total joules applied to the block from the 
main heater and control cooling. Divide by temp change 
over the interval to compute thermal capacity. 

(21) Block CP - ramptime * (heater power - cooi_joule) 
/ delta_temp 

where: ramptime -20 seconds 
heater power « 500 Watts 

COOL_PWR_i0: 

This test measures the chiller power at 10 # C. 

Control the coolant temperature at 10 # C and stabilize for 
120 sees. 

count - 12 0 

do while (count !- 0) 

{ 

if (coolant temperature ■ 10 i 0.5 # C) then 



41 



count = count - l 
else 

count = 120 
wait 1 second 

At this point, the coolant has been at io*c for 120 
seconds and has stabilized. Integrate, over 32 seconds, 
the power being applied to maintain a coolant temperature 
of 10 # C. 



{cool_init} « coolant temperature 

{main_pvr_sum} » o 

{auxjjvr^cua} = o 

{delta_temp_sum} « o 



for (count = 1 to 32) 

{ 

Accumulate the power applied to the main and 
auxiliary heaters. The actual code resides in the 
control task. 

{ ma in_pwr_sum } - { ma i n_p vr_s urn } «*• actual_pover 
{aux_pvr_sum} - {aux_pvr_sum> + auxl_actuai + 

aux2_actual 

delta_tenp_sum * delta_temp_suin + (ambient temp - 

coolant temp) 

wait 1 second 

} 

Compute the number of joules of energy added to the 
coolant mass during the integration interval, "(coolant 
temp - cool_init)" is the change in coolant temp during 
the integration interval. 550 is the Cp of the coolant 
in joules, thus the product is in joules, it represents 
the extra heat added to the coolant which made it drift 
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from setpoint during the integration interval. This 
error is subtracted below from the total heat applied 
before calculating the cooling power. 

(22) cool_init = (coolant tenp - cooI_init) * 550J 

Add the raain power sua to the aux heater sun to get 
joules dissipated in 32 seconds. Divide by 32 to get the 
average joules /sec . 

(23) {main_pwr_sum} * ( {aain_pvr_sum} + {aux_pvr_sum} - 

cool_init) / 32 

Compute the chiller power at 10»C by summing all the 
chiller power components. 

(24) Power 10 . c =» main_power_sum -* PUMP PWK + (K AMB * 

delta_temp_sua) 

where: 

{main_pvr_sum} « summation of heater power over 

interval 

PUMP PWR « 12 Watts, pump that circulates 

coolant 

delta_temp_sum m summation of amb - coolant over 
interval 

K_AMB - 20 Watts/K f thermal conductance 

from cooling to ambient. 

KC_10 Test Pseudocode : 

This test measures the ramp cooling conductance at 10 # C. 

Control the coolant temperature at 10 # C ± 0,5 and allow 
it to stabilize for 10 seconds. 

At this point, the coolant is at setpoint and is being 
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15 



20 



30 



35 



40 



45 



50 



controlled. Integrate, over a 30 second tine interval, 
the power being applied to the heaters to maintain the 
coolant at 10°C. Sum the difference between the block 
and coolant temperatures. 

{ma in_pv-r_sua } = 0 
{ aux r vr sum} m 0 
{dt_sun } « 0 

for (count - l to 30) 

{ 

Accumulate the power applied to the main and 
auxiliary heaters. The actual code resides in the 
PID control task. 



{aain_pvr_«?um} » {main_pvr_sum} + actual_power 
{aux_pvr_sum} - { aux_pwr_sua} + auxl_actual + 
25 aux2 actual 



temp) 



{dt_sum} « <dt_sum> «■ (block temperature - coolant 

wait 1 second 
} 



Compute the energy in joules delivered to the block over 
the/ summation period. Units are in 0.1 watts. 

(2 5) {aain_pwr_sum } - < ma in_pwr_fium } + {aux_pwr_sum> 

Divide the power sun by block - coolant temperature sua 
to get ramp cooling conductance in 100 mW/K. 

(26) Kc_ 10 - {main_pwr_sum> / {dt_sua} 



CCOL_PWR_l8 Test Pseudocode : 
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This test measures the chiller power at 13°C 



to 



J5 



20 



25 



30 



Get the saxple bloc* and coolant to a Jcnovn and stable 
point. Control the coolant temperature at 18 *C and 
stabilize for 128 sees. 

count « 128 

do while (count !» 0) 

{ 

if (coolant temperature - 18»C ± 0.5) then 

count =* count - 1 
else 

count = 120 
wait 1 second 

} 

At this point the coolant has been at 18 *C for 120 
seconds and has stabilized. Integrate, over 32 seconds, 
the power being applied to maintain a coolant temperature 
of 18 # C. 



{cool_init} - coolant temperature 

{main_pvr_sum} - 0 

{aux_pvr_sum> » o 

33 {delta_temp_sum} *" 0 

for (count ■ 1 to 32) 

« Accumulate the power applied to the mam and 

auxiliary heaters. The actual code resides in the 
control task. 

45 { main_pvr_sum> - {main_pwr_sum} * actual_power 

{aux_pwr_sum> - {aux_pvr_sum> + auxl.actual + 
aux2_actual 

50 
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d«ita_c« p _ aua . ci.lta.te.p_.ua * (anient te-o 
coolant temp) te_p 



w ait l second 
} 



Compute the number of i ou i M _ 

_„ , Doules of energy added to the 

coolant mass during the integration int.™ , 

temp - cool_i„ itJ - is the change in coolant tempering 
the integration interval. S50 is the Cp of the coolant 
n 3 oules. thus the product is in joules. It represents 
the extra heat added to the coolant which made it d-i- 
setpoint during the integration interval. This error is 
•ubtr acted below from the total heat applied befor 
calculating the cooling power. 



(27) cool_init - (coolant tenp - cool 



init) * 550 



Add „ in pow „ su= t „ , ux s ^ ^ 

<•»«».«_, „ „ „„„ ds Div . d<i ' J 

average joules/sec. 9 " e 

(28) ("injwr.w.} - ( ( B ain_pwr_sum) + { au*_pwr S un> - 
cool_mit) / 32 - 

=c.p«. th. cb«l« pov.r « „. e by _ J _ Un ^ in 
chiller power components. 

(29) Power,,., - aain_power_ S um + PUMP PWR + (K AMB * 
aelta_te2ip__siia) ~ 



where: 



{main^pvr^sum} - summation of heater power over 

interval 

PUKP PWR - 12 Watta, pump that circulates 

coolant 

delta jtemp^sum - summation of amb - coolant over 
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interval 



K AXB 



= 20 Watts/K, Thermal 

conductance from cooling to 
ambient . 



KC_18 Test Pseudocode : 

This test measures the ramp cooling conductance at 18 •C. 

Control the coolant temperature at 18 •€ ± 0.5 and allow 
it to stabilize for 10 seconds. 

At this point, the coolant is at setpoint and being 
controlled. Integrate, over a 3 0 second time interval, 
the power being applied to the heaters to maintain the 
coolant at 18 C C. Sum the difference between the block 
and coolant temperature. 

{main_pvr_sum} - o 
{aux_pvr_sum} - 0 
{dt_sum} * 0 

for (count - 1 to 30) 

{ 

Accumulate the power applied to the main and 
auxiliary heaters. The actual code resides in the 

control task. 



{ ma i n_pvr_sum > 
{ aux_pwr_sua } 



{main_ pvr_ sum} + actual_power 
{aux_pvr_Gua} + auxl_actual + 



aux2 actual 



{dt_sum} « {dt_sum> + (block temperature - coolant 



temp) 



wait 1 second 
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Compute the energy m joules delivered to the block over 
the smaation period. Units are in 0.1 watts. 

(30) {oain_pvr_sua) - {main_pwr_sua} + {aux_pvr_sua} 

D-vide power sua by block - coolant temperature su = to 
raip cooling conductance in 100 mW/K. 

(3 1) Kc_18 - {main_pwr_sum> / {dt_eum} 

is SIN'-^.C Test Pseu docode : 

This test measures the sample block sensor lag. 

Drive the block to 35*C. Hold within t o.2*c for 20 
seconds then record temperature of block. 

(teapa) - block temperature 

Deliver 500 watts of power to sample block. 

x Apply 500 watts of power for the next 2 seconds and count 

the amount of iterations through the loop for the block 
temperature to increase i«c. Each loop iteration 
executes every 200 ms, therefore actual sensor lag is 

35 equal to count * 200 ms. 

sees - 0 

count - 0 

40 

do while (TRUE) 
{ 

^ if (sees >- 2 seconds) then 

shut heaters off 
if (block temperature - tempa > 1.0 # C) then 
exit while loop 

50 
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count * count + 1 
} 

end do while 
sensor lag « count 

Coolant CP Test PseudQCPtifi : 

This tact computes the coolant capacity of the entire 
system. 

Stabilize the coolant temperature at 10*C ± 0.5. 

Send message to the PID control task to ramp the coolant 
temperature from its current value (about 10 # C) to 18 # C. 

Wait for the coolant to cross 12 *C so that the coolant CP 
ramp always starts at the same temperature and has 
clearly started ramping. Note the initial ambient and 
block temperatures. 

do while (coolant temperature < 12 # C) 

{ 

wait 1 second 

} 

{blk_delta} - block temperature 
{h2o_delta} - coolant temperature 

For the next two minutes, while the coolant temperature 
is ramping to 18 *C, sum the coolant temperature and the 
difference between the ambient and coolant temperatures. 

{temp_sun} - 0 

{cool_sum> «« 0 
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-'or (count l to 123 seconds) 

{ 

^ 32 ' {cool sua; - , 

- ' _ cool_ten?_sua + coolant 



temperature . 

(33) <teap_ sua ) - aabient - coolarit temperature 

vait l second 
count - count -t- 1 

) 

Calculate the change in temperatures over the two minute 

period. 



(34) <blk_delta> - block temperature - { blk delta} 

(35) {h2o_delta> - coolant temperature - {h2o_delta> 

Compute KChill, i.e.. the rate of chance of chiller power 
with coolant temperature over the coolant range of io-C 
to 20-c. Note that units are in vatts/io-c. 



(36) xchill - (Chiller Pwr c is-c - Chiller Pwr « io- 



C) 



Compute sc which is the slope of the ramp cooling 
conductivity versus the temperature range of is-C to 
10»C. The units are in vatts/lo»c/lo«c. 

(37) sc - (KC_18 - Kc_10) / 8 

Compute Xc_o, the ramp cooling conductance extrapolated 
to 0*C. 

(38) Xc_0 m Kc_10 - (Sc * 10) 

Comput* Cp_Cool, tfa« Cp of the coolant by: 

(39) Cp_Cool - ( HEATPOWER • i 28 * PUXP_PWK * 128 



50 



BP 0 438 769 A2 



- Power 3 O'C * 128 

- BlocK_Cp * blX_delta 
+ K_AHB * temp_cun 

- Kchill * cool_tenp_sum ) 



h2o delta 



10 



where: 



15 



HEATPOWER - 500 W, the heater power applied to warn 
the block, thus heating the coolant. 
It is multiplied by 128, as the heating 
interval was 128 sees. 



20 



PUKP PWR - 12 W, the power of the pump that 

circulates the coolant multiplied by 
128 seconds. 
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Pvr 0 # C « The chiller power at 0 9 C multiplied by 
128 seconds. 
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Block Cp - Thermal capacity of sample block. 

blX delta - Change in block temp over the heating 
interva 1 . 



35 



40. 



K XKB - 20 Watts/K, thermal conductance from 
cooling to ambient. 

temp sum » The sua once per second of ambient - 
coolant temperature over the interval. 



h2o delta - Change in coolant tempera ture over 
interval of heating (approximately 
6»C) . 

Kchill - Slope of chiller power versus coolant 
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temp . 



cool sum - The sum of coolant temp, once per 
second, over the heating interval. 
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CRETIN is a stand alone, multitasking kerne' that 
provides systea services to oMer software modules called 
tasks. Tasks are written in the - C » language with sone ti-e 
critical areas written in Intel 8085 assembler. Each task 
has^a prxority level and provides an independent function 
OU.IN resides in low aeaory and ru,s after t*e startup 
diagnostics have successfully been executed. 

CRETIN handles the task scheduling and allows only one 
task to run at a tiae. CRETIN receives all hardware 
interrupts thus enabling waiting tasks to run when the 
proper interrupt is received. CRETIN provides a real tine 
clock to allow tasks to wait for tiaed events or pause for 
known intervals. CRETIN also provides intertask 

coaaunication through a systea of aessage nodes. 

The -firmware is composed of nine tasks which are 
briefly described in priority order below. Subsequent 
sections will describe each task in greater detail 



1. 



The control task (PID) is responsible f or controlling 
the sample block teaperature. 



2- The keyboard task is responsible for processing 
keyboard input froa the keypad. 

3. The timer task waits for a half second hardware 
interrupt, then sends a wake up aessage to both the 
sequence and the display task. 

4. The sequence task executes the user programs. 

5- The pause task handles programed and keypad pauses 
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when a program is running . 

The display task updates the display in real time. 

The printer task handles the RS-232 port communication 
and printing. 

The LED task, is responsible for driving the heating 
LED. It is also used to control the coolant 
temperature while executing Install. 

The linJc tas)c starts files that are linked together in 
a method by simulating a keystroke. 
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The Proportional Integral Deferential (PID) tas* is 
responsible for controlling the ab,„i - 

bloc, tenperatu^e 1 T " C ° ntrolli ^ ^' .«pl. 
tenperaturL, :;: . " °" lty ( ™' defi ^ " 

r^r:: — — rr r;r;:ri.'-r 

responsible for controlling the texture o{ th " ° 
cover m * i L ^pe.a:ure of the heated 

cover to a less accurate degree. This tas* runs 3 tia ., 
second and has the highest priority. 

3a aP ir;irr;; f d heati : 9 or cooiin? deii — - - 

bet!. ! ^ tr ° D the d i««ence or "error" 

between the user specified sample teaperature stored L 
«»ory, called the setpoint, and the current calcul d 

the fii a h <,,<- ^ aclditAon to a power contribution to 
the f.l, heaters directly proportional to the current error 

^nus s^ple Pr bT r v ti0nal COBP ° nent ' (6etPOint -=P-ture 
minus sample block temperature), the calculated power also 

ncorporates an integral term that serves to close out any 
static error (Setpoint temperature - Bl a ^ «. 

«- 0.5-c »u c= BP p =„.„ t i . ":u«r t p ;."T: iess 
- sr rr a " • 
" .z ^l- ::::::: nr. r 

Th. Pr=pcrx io „. a t .„ ,. in i. „ in t .\ 0 " " d 
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Trie PID task uses a "controlled overshoot algorithm" 
where the bloc* temperature often overshoots its final 
steady state value in order for the sample temperature to 
arrive at its desired temperature as rapidly as possible. 
The use of the overshoot algorithm causes the block 
temperature to overshoot in a controlled manner but does net 
cause the sample temperature to overshoot. This saves power 
and is believed to be new in PCR instrumentation. 

The total power delivered to all heater of the sample 
block to achieve a desired ramp rate is given by: 

(40) Power « (CP / ramp_rate) + bias 

where : 

CP - Thermal mass of block 

bias = bias or control cooling power 

ramp_rate - T fifSMl - T Ul - ti-l / desired ramp rate 

This power is clamped to a maximum of 500 watts 
of heating power for safety. 

With every iteration of the task (every 200ms) the 
system applies heating or ramp cooling power (if necessary) 
based on the following algorithms. 

The control system is driven by the calculated sample 
temperature. The sample temperature is defined as the 
average temperature of the liquid in a thin walled plastic 
sample tube placed in one of the veils of the sample block 
(herafter the "block") . The time constant of the system 
(sample tube and its contents) is a function of the tube 
type and volume. At the start of a run, the user enters the 
tube type and the amount of reaction volume. The system 
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computes a resultant tiae constant ( T or tau). For 
MicroAap- tube and loo microliters of reaction volume, ta 
is approximately 9 seconds. 



(4 1) J 

' bit- 



^ " T t>ik * Power • (200ms / CP) 

= T .« + ( T t>it.r* ' • 200ms / tau 



where : 

T bu«* c Current block temperature 

T t>u = Block temperature 200ms ago 

Power = Power applied to block 

c? = Thermal mass of block 

T i*n>*n«* * Current sample temperature 

T »*<t> = Sa nple temperature 200ms ago 

tau = Thermal Time Constant of sample 
tube, adjusted for sensor lag (approximately 1.5) 

The error signal or temperature is simply: 
< 43 ) error - Setpoint - T 

As in any closed loop system, a corrective action 
(heating or cooling power) is applied to close out part of 
the current error. In Equation (45) below, f is the fraction 
of the error signal to be closed out in one sample period 
(200mS) . 

(44 > W«~ - T.„ * F • (SP - ) 

where SP - the user setpoint temperature 

Due to the large lag in the system (long tube time 
constant) , the fraction F is set low. 

combining formulas (42) and (44) yields: 
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< 45 > « T .« ^ (T 61k ._-T.^,) • .2 / tau ■= ^ * F * 

Co=Lbining formulas (41) and (45) and adding a tern ? 
(the proportional tern gain) to limit block temperature 
oscillations and improve system stability yields: 

(46) Pvr - CP * P/T * ((SP - T ) * F * tau/T + - T fcU ) 



where 

P «= the proportional term gain and 

T - the sample period of 0.2 seconds (200 msec). 

and 

P/T » 1 in the preferred embodiment 

Equation (46) is a theoretical equation which gives the 
power (Pvr) needed to move tne block temperature to some 
desired value without accounting for losses to the ambient 
through the guardbands, etc. 

Once the power needed to drive the block is determined 
via Equation (46), this power is divided up into the power 
to be delivered to each of the three heater zones by the 
areas of these zones. Then the losses to the manifolds are 
determined and a power term having a magnitude sufficient to 
compensate for these losses is added to the amount of power 
to be delivered to the manifold heater zone. Likewise, 
another power term sufficient to compensate for power lost 
to the blocX support pins, the block temperature sensor and 
the ambient is added to the power to be delivered to the 
eddge heater zones. These additional terms and the division 
of power by the area of the zones convert Equation (4 6) to 
Equations (3), (4) and (5) given above. 

Equation (46) is the t formula used by the preferred 
embodiment of the control system to determine the required 
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heating or cooling power to t.le sanpie Dice* . 

When the conputed sample teaperature is within the 
"integral band". - o.s-C around the target te^erature 

<5?), the gain of the prop, .x ion a 1 ten, is too small to 
close out the remaining error. Therefore an integral te-a 
as added :c the proportional ten to close out snail errors 
The integral term is disabled outside the integral band to 
prevent a large error signal fron accumulating. The 
algorithm inside the "integral band" is as follows: 

(47) lnt_sun (new) = Int_sum (old) + (S? - T ) 

(48) pwr_acij = Ki . i nc _ sum (new) " TO 



where . 
Int sun 



Ki 



the sun of the sanpie period of 
the difference between the SP and 
t sa« temperature, and 
the integral gain (512) in the 
preferred eabodiaent) . 



Once a heating power has been calculated, the control 
software distributes the power to the three fila he ater 
«nes 254, 262 and 256 in Figure 13 based on area in the 
preferred embodiment. The edge heaters receive additional 
power based upon the difference between the block 
teaperature and ambient teaperature. Siailarly, the 
manifold heaters receive additional power based upon the 
difference between the block teaperature and the coolant 
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teaperatura. 



PIP Paeurf gs --,f» |ff 

Upon System Power up or Reset 

Turn off reap cooling 
3 Turn off all heaters 

Calculate neater resistances 

Do Forevar - executes every 200ma 

If (bloelc taaperatura > 105) then 
Turn off heaters 
Turn on reap valvea 
Display error Besiege 

Read the line voltage {linevolta) 

Re»d the coolant sensor and convert to teaperature 
{h2otaap) 

R*4d the aabiant aensor and convert to teaperature 
{aahtaap) 

R«»d the heated cover sensor and convert to teaperature 

{cvrteap} 

*«ed the saaple block .e„,or and convert Zo teaperature 
<bl*teap } . This portion of the code also reads the 
teapareture .table voltage reference and compares the 
volte,, to « reference voltage that was determined during 

calibration of the instrument. If there is any discrepancy, 
the electronic, have drifted and the voltage readings froa 
the tanperature sensor. . r . adjusted accordingly to obtain 
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Compute the staple temperature /tubetenths} or the 
temperature that gets displayed by using a low-p ass digital 

t i Iter . 



(49J tubetenths = — * (TB. - TT. .1 . rtr»„ 

* n ■ i • - r — 



where TT 
T3_ 



{cf_lag> 



- last sample temp {tubetenths} 
current block sensor temp {bUctenths} 
- sample interval in seconds - 200ms 
tau - tau tube {cf_tau} - tau sensor 



Equation (49) represents the" first terms of a Taylor 
series expansion of the exponential that defines the 
calculate sample temperature given as Elation (6) above. 

Compute the temperature of the foam backing underneath the 
sample bloc*, {phantenths} known as the phantom mass. The 
temperature of the phantom mass is used to adjust the 
power delivered to the block to account for heat flow in 
and out of the phantom mass. The temperature is computed 
by using a low pass digital filter implemented in 
software. 



(50) 



phantenths « TT n ., ♦ (T8„ - TT,,.,) • T/tau 



where TT n ., - La St phantom mass temp 

{phantenths} 



TB n - Current bloc* sensor temp { bUctenths) 
T - Sample interval in seconds - 2 00m< 

tau fo- - Tau of foam block - 30 sees. 



Compute the sample temperature error (the difference 
between the sample temperature and the setpoint 
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tecperature) { abs_tube_err } . 

Detemine ranp direction { f ast^ramp} = UP RAMP or DN_RAKP 

If (sample temperature is within ERR of setpoint (S?)) 
then 

PID not in fast transition mode. {fast_ramp} - OFT 
where ERR = the temperature width of the "integral 
band", i.e., the error band 
surrounding the target or setpoint 
temperature. 

Calculate current control cooling power {cool_ctrl> to 
determine how much heat is being lost to the bias cooling 
channels. 

Calculate current ramp cooling power {cooler amp > 

Calculate { cool_brkpt ) . <cool_brkpt } is a cooling 

power that is used to 
determine vhen to make a 
transition from ranp to 
control cooling on downward 
ramps. It is a function of 
block and coolant 
temperature . 

The control cooling power {cool_ctrl> and the ramp cooling 
power {cool_ramp} are all factors which the CPU must know to 
control downward temperature ramps, i.e., to calculate how 
long to keep the ramp cooling solenoid operated valves open. 
The control cooling power is equal to a constant plus the 
temperature of the coolant tiaes the thermal conductance from 
the block to the bias cooling channels. Likewise, the ramp 
cooling power is equal to the difference between the block 
temperature and the coolant temperature times the thermal 
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conductance from the block to the ra=p cooling channels 
The cooling breakpoint is equal to a constant 

tiaes the difference in tesperature between the 
block and the coolant. 

Calculate a heating or cooling paver {int_pvr> needed 
to aove the block temperature froa its current temperature 
to the desired Setpont (SP) tesperature. 



(51) {int_pwx> ■ KP • CP * r(8 P - T,^) « {cf kd> + 

where 



KP m Proportional gain - p/t in Equation 

(4«) « *pproxiaately one in the 
preferred embodiment 

cp " Theraal saaa of blocX 

sp " Temperature eetpoint 

T 



UM9 



• Sample tamperatur* 



^itr " Block temperature 

cf_)cd = Tau * K„ / Dalta_t where tau is the «. ne 
tau a. u $e d in - Equation (49) and X a i, . con.tant 

and Delta_t is the 200 msec saaple period. 

If (saaple temperature is within <ez ifcand} of 
eetpoint) then ~" 

integrate sample error {i sua) 
else ~ 

* 52 ) clear {i_sun - 0). 

Calculate the integral term power. 
(53) integral t.ra - <i_.ua> . constant {cf_tera>. 

Add the integral tera to the power. 
<S<) <int_pwr> - <i n t_pvr> * integral term 

Adjust power to coapens.t. for heating load due to the 
•*fects of the phantom »«., ( f 0 ea backing) hy first 
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finding the phantom mass power then adding it to power 
{ int_pvr } . 

Calculate phantom mass power (phantjjvr) by: 
(55) phant_pwr » C • (bl)ctenths - phantenths) / 10 

where: C =» thermal mass of foam backing (1.0 W/X) 



Adjust heater power 

{int_pvr} « {int_pwr} + {phant_pwr} 

Compute power needed in manifold heaters {auxl_pover} 
which will compensate for loss from the sample block into 
the manifold edges that have coolant flowing through it. 
Note that if the system is in a downward ramp , 
{auxl_power> = 0. The manifold zone power required is 
described below: 



(57) {auxl_pover> - K1*(T |U - T^) + K2*(T iu - T^J 

K5*(dT/dt) 

where: 

Kl « Coefficient {cf_lcoeff} 

K2 - Coefficient {cf_2coeff} 

K5 - Coefficient {cf_5coeff} 

dT/dt « Ramp rate 
T gLC ■ Block, temperature 

- Ambient temperature 
- Coolant temperature 



Compute power needed in edge heaters {aux2_power> which 
will compensate for losses from the edges of the sample 
block to ambient. Note that if we are in a downward ramp 
{aux2_pow«r} - 0. The edge zone power required is 

described below: 
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(53) <aux2_pover> c K3 . (T - r ) K4MT T , 



vhere 
K3 
X4 
K5 



= Coefficient {cf_3 C oeff} 
<= Coefficient <cr_4coeff}* 
* Coefficient (cf_6coeff) 
d7/dt Razp rate 
a ilc " Block temperature 

t amp " Ambient temperature 

T cooi * Coolant temperature 

Delete contribution of manifold {auxl_power> and edge 
heater power { .ux2_pov.r> to obtain total power that must 
be supplied by main heaters and coolers. 

(59) {int_pwr) - (int_power> - { auxl_pover> - 

{aux2_power> 

Decide if the ramp cooling should be applied. Note that 
<=ool_br*pt> is used as a breakpoint fro* ramp cooling to 
control cooling. 9 



If (int_pvr < cool_brkpt and performing downward ramp) 
to decide whether bloc, temperature is so BUC h higher than 
the setpoint temperature that ramp cooling is needed then 
Turn ON ramp valves 

else 

Turn OFF ramp valves and depend upon bias cooling 

At this point, <int_ P wr} contains the total heater power and 
<auxl_power> and { au«_power> contain the loss from the 
block out to th. .dg... Th . power supplied to the auxiliary 
heaters is composed of two components: aux_power and 
int_power. The power is distributed (intjwr) to th. main 
and auxiliary heaters based on area. 
total_pvr - int_pwr 
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10 



15 



20 



25 



30 



35 



40 



50 



IT. t_puT = tctal_pvr * 66% 

auxi_power = total_pvr * 20% + auxl_power 

aux2_pover = total_pvr * 14% -r aux2_power 

Compute the number of half cycles for the triac to conduct 
for each end zone and each iteration of the control loop to 
send the appropriate amount of power to the heaters. This 
loop executes once every 1/5 second, therefore there are 
120/5 - 2* half cycles at 60Hz or 100/5 - 20 at 50Hz . The 
nunber of half cycles is a function of requested power 
{int_pwr), the current line voltage {linevolts} and the 
heater resistance. Since the exact power needed may not be 
delivered each loop, a remainder is calculated {delta jpower} 
to keep track of what to include from the last loop. 

(60) int_pwr - int_pwr + delta_power 



Calculate the number of 1/2 cycles to keep the triac on. 
Index is equal to the number of cycles to keep the triac on. 



(61) index ■» power * main heater ohms * [20 or 24] / 
linevolts squared where Equation (61) is performed once for 
each heater zone and where "power* - int_pwr for the main 
heater zone, auxl_ pwr for the manifold heater zone and 
aux2_pwr for the edge heater zone. 

Calculate the amount of actual power delivered. 

(62) actual _power - linevolts squared * index / main 

heater resistance 

Calculate the remainder to be added next time. 

(63) delta_power « int_pwr - actual_power 
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Calculate the nu^er of 1/2 cycles for the edge and manifold 
heaters using the same technique described for the main 
heaters by substituting {auxl_pwr} and {au*2_pwr} into 
Equation (60) . 

Load the calculated counts into the counters that control 
the sain, manifold and edge triacs. 

Look at heated cover sensor. If heated cover is less than 
100 # C, then load heated cover counter to supply 50 watts of 
power. 

Look at sample temperature. If it is greater than 50 °C, 
turn on HOT LED to warn user not to touch block. 

EKD OF FOREVER LOOP 
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Keyboard Task 

The purpose of the keyboard task is to wait for the user 
to press a key on the keypad, compare the key to a list of 
valid keystrokes for the current state, execute the command 
function associated with the valid key and change to a new 
state. Invalid keystrokes are indicated with a beep and 
then ignored. This task is the heart of the state driven 
user interface. It is "state driven" because the action 
taken depends on the current state of the user interface. 

Keyboard Task Pseudocode : 
Initialize keyboard task variables. 
Turn off the cursor. 
If (install flag not set) then 

Run the install program. 
Send a message to pid task to turn on the heated cover. 
If (the power failed while the user was running a program) 
then 

Compute and display the number of minutes the power was 
off for. 

Write a power failure status record to the history file. 
Send a message to the sequence task to start a 4*C soak. 
Give the user the option of reviewing the history file. 
If (the user request to review the history file) then 
Go to the history file display. 
Display the top level screen. 

Do Forever 

Send a message to the system that this task is waiting for 

a hardware interrupt from the keypad. 

Go to sleep until this interrupt is received. 

When awakened, read and decode the key from the keypad. 

Get a list of the valid keys for the current state. 

Compare the key to the list of valid keys. 

If (the key is valid for this state) then 

Get the "action" and next state information for this 
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secure the "action" (a coaaand function) for this 

state. 

Go to the next state. 

Else 



3eep the beeper for an invalid key. 
End of Forever Loop 



Tiner TasV ; Overview 

The purpose of the timer task is to wake up the sequence 
and the real time display task every half a second. The 
timer task asks the system (CRETIN) to wake it up whenever 
the half second hardware interrupt that is generated by the 
clock/calendar device is received. The timer task then in 
turn sends 2 wake up messages to the sequence task and the 
real time display task respectively. This intermediate task 
is necessary since CRETIN will only service one task per 
interrupt and thus only the higher priority task (the 
sequence task) would execute. 



Tiaer Ta gk FseudocariP - 
Do Forever 

Send a message to the system that this task is waiting for 
a hardware interrupt from the clock/calendar device. 
Co to sleep until this interrupt is received. 
When awakened, send a message to the sequence and to the 
real time display task. 
End Forever Loop 
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Secrjer.ee Task Overview 

The purpose of the sequence task is to execute the 
contents of a user defined program. It sequentially steps 
through each setpoint in a cycle, consisting of a ranp and 
a hold segment, and sends out setpoint temperature messages 
to the pid task which in turn controls the temperature of 
the sample block. At the end of each segment, it sends a 
message to the real time display task to switch the display 
and a message to the printer task to print the segment's 
runtime information. The user can pause a running program 
by pressing the PAUSE key on the keypad then resume the 
program by pressing the START key. The user can prematurely 
abort a program by pressing the STOP key. This task 
executes every half a second when it is awakened by the 
timer task. 

Sequence Task Pseudocode : 
Do Forever 

Initialize sequence task variables. 
Wait for a message from the keyboard task that the user has 
pressed the START key or selected START from the menu or a 
message from link task that the next program in a method is 
ready to run. 

Go to sleep until this message is received. 

When awakened, update the ADC calibration readings to account 
for any drift in the analog circuitry. 

If (not starting the A 9 C power failure soak sequence) then 
Send a message to the printer task to print the PZ title 
line, system time and date, program configuration 
parameters, the program type and its number. 

If (starting a HOLD program) then 

Get the temperature to hold at {hold_tp}. 

Get the number of seconds to hold for {hold_time>. 

If (ramping down more than 3*C and <hold_tp) > 4 5 # C) then 
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Post a:. ..itemed iat e setpoint. 

Else 

Post the final setpoint {hold tp}. 
While (counting down the hold tiae (hold_time } ) 

Wait for half second wake up aessage fron tiaer task. 

Check block sensor for open or short. 

If (keyboard task detected a PAUSE key) then 

Post a setpoint of current sample temp. 

Send a message to wake up the pause task. 

Go to sleep until awakened by the pause task. 

Post pre-pause setpoint. 
If (an intermediate setpoint vas posted) then 

Post the final setpoint. 
If (the setpoint temp is below ambient temp and will 
be 

there for more than 4 min.) then 

Set a flag to tell pid task to turn off the heated 
cover . 

Increment the half second hold tiae counter 
{store_time} . 

Post the final setpoint again in case the hold time 
expired before the intermediate setpoint vas reached 
- this insures the correct setpoint will be written 
the history file. 

Write a data record to the history file. 

Send a message to the printer task to print the HOLD 

info. 

End of HOLD program 

Else if (starting a CYCLE program) then 

Add up the total number of seconds in a cycle 
{secs_in_run}, taking into account the instrument ramp 
time and the user programmed ramp and hold times. 
Get . the total number of seconds in the program by 
multiplying the number of seconds in a cycle by the number 
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of cycles in a program {num_cyc} . 

Total {secs_in_run} « { secs_in_run } per cycle * {num_cyc} . 

While (counting down the number of cycles {num eye}) 

5 While (counting down the number of setpoints 

{ nur_seg } ) 

Get the ramp time {ramp_time}. 

Get the final setpoint temp {t final). 
10 ~ 
Get the hold time { local_time } . 

Send a ressage to the real time display task to 
display the ramp segment information. 
15 If (the user programmed a ramp time) then 

Compute the error {ramp_err) between the 
programmed ramp time and the actual ramp time as 
follows. This equation is based on empirical 
20 data . 



{ramp_err} - prog ramp_rate * 15 + 0.5 (up ramp) 
(ramp^err) - prog ramp_rate * 6 + 1.0 (down 

where : 

prog ramp_rate - (abs(T f - T c ) - l) / {ramp_time} 

T t - setpoint temp {t_final} 
T c - current bloc* temp {bl)ctemp} 
35 abs « absolute value of the 

expression 

Note: the 1 - l 1 is there because the clock 
40 starts 

within 1*C of setpoint. 



25 



ramp) 



new rajnp_time - old {rampjtime} - {raap_ err} 
If (new raiap_time > old {ramp_tiae}) then 
new ramp_tiine - old {ramp_tiae}. 

Else 
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new ramp_tine = 0. 
While (sample tenp is not within a user 
conf igured 

tenp {cf_clk_dev} of setpoint) 

Wait for half second wake up message from 

timer task. 

Post a new ramp setpoint every second. 
Else if (ramping down more than 3*C and {t_finai} 
> 

4 5 # C) then 

Post an intermediate setpoint. 

While (sample tenp is not within a user 

configured 

temp {cf_clk_dev} of setpoint) 

Wait for half second wake up message from 

timer task. 

Increment the half second ramp time 
counter. 

Check block sensor for open or short. 
If (keyboard task detected a PAUSE key) 
then 

Post a setpoint of current sample 

temp. 

Send a message to wake up the pause 
task. 

Co to sleep until awakened by the 
pause task. 

Post pre-pause setpoint. 
Post the final setpoint. 

While (sample temp is not within a user configured 
temp 

{cf_clk_dev} of setpoint) 

Wait for half second wake up message from timer 
task. 

Increment the half second ramp time counter. 
Check block sensor for open or short. 
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If (keyboard task detected a PAUSE key) then 
Post a setpoint of current sample temp. 
Send a message to wake up the pause task. 
5 Go to sleep until awakened by the pause 

task . 

Post pre-pause setpoint. 
w Send a message to the printer task to print the 

ramp inf oraation. 

Beep beeper to signal end of ramp segment. 
Send a message to the real time display task to 
15 display the ranp segment information. 

While (counting dovn the hold time) 

Wait for half second wake up message from timer 

task. 

20 Increment the half second hold time counter. 

Check block sensor for open or short. 
If (keyboard task detected a PAUSE key) then 
^ Post a setpoint of current sample temp. 

Send a message to wake up the pause task. 
Go to sleep until awakened by the pause 
task. 

30 Post pre-pause setpoint. 

Write a data record to the history file. 

Send a message to the printer task to print the 

hold information. 
35 If (the final setpoint temp has drifted more than 

the 

user configurable amount {cf_temp_dev} ) then 
Write an error r«cord to the history file. 

40 

Check for a programmed pause. 
Go to next segment. 
Send a message to the printer task to print an end of 
45 cycle message. 

Go tp next cycle. 
End of CYCLE program. 

50 
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(starting an ALTO-CYCLE program) then 
Add up the total number of seconds in each program 
<secs_in_run} taking into account the instrument ramp time 
and the user programmed hold times which can be 
automatically incremented or decremented by a programmed 
amount each cycle. 

While {counting dovn the number of cycles {num eye}) 

While (counting dovn the number of setpoints 
{nun_seg} ) 

Get the final setpoint temp {t final}. 
Get the hold time {time_hold}. 

Check if the user programmed an auto increment or 
decrement of the setpoint temp and/or the hold 
time and adjust them accordingly. 

If (the auto increment or decrement of the temp 
causes the setpoint to go below o-C or above 
99.9 # C) then 

An error record is written to the history file. 
The setpoint is capped at either 0 # C or 99.9 - c. 
Send a message to real time display task to 
display the 
2q ramp segment information. 

If (ramping down more than 3*C and {t_final} > 
*45°C) 
then 

35 Post an intermediate setpoint. 

While (sample temp is not within a user 
. configured 

temp {cf_clk_dev} of setpoint) 
Wait for half second wake up message from 
timer task. 

Increment the half second ramp time 
45 counter. 

Check block sensor for open or short. 
If (keyboard task detected a PAUSE key) 
then 
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Post a setpoint of current sample 

tecp . 

Send a message to wake up the pause 
task. 

Go to sleep until awakened by the 
pause task. 

Post pre-pause setpoint. 
Post the final setpoint. 

While (sample temp is not within a user configured 
temp 

{cf_clk_dev} of setpoint) 

Wait for half second wake up message from timer 
task. 

Increment the half second ramp time counter. 

Check block sensor for open or short . 

If (keyboard task detected a PAUSE key) then 

Post a setpoint of current sample temp. 

Send a message to wake up the pause task. 

Go to sleep until awakened by the pause 

task. 

Post pre-pause setpoint. 
Send a message to the printer task to print the 
ramp segment information. 

Beep beeper to signal end of ramp portion of 
segment . 

Send a message to the real time display task to 
display the hold segment information. 
While (counting down the hold time) 

Wait for half second wake up message from timer 

task. 

Increment the half second hold time counter. 

Check block sensor for open or short. 

If (keyboard task detected a PAUSE key) then 

Post a setpoint of current sample temp. 

Send a message to wake up the pause task. 

Go to sleep until awakened by the pause 



75 



15 



20 



35 



40 



45 



task . 

Post pre-pause setpoint. 
Write a data record to the history file. 
Send a message to the printer task to print the 
hold information. 

If (the final setpoint teap has drifted more than 
the 

user configurable anount {cf_temp_dev} ) then 
Write an error record to the history file. 
Go to next segiaent. 
Send a message to the printer task to print an end of 
cycle message. 
Go to next cycle. 
End of AUTO-CYCLE program. 



Else if (starting a POWER FAILURE sequence) then 
Post a setpoint of 4 # c. 
25 Set a flag < subamb_hold} so that the pid task will shut 

off the heated cover . 
DO FOREVER 

Wait for a half second wake up message from the timer 

30 task. 

||j|§ij Increment the half second hold time counter. 

END FOREVER LOOP 
End of power failure sequence 

Write a run end status record to the history file. 
If (running a method) 

Set a flag {veird_flag} so the link task will know to send 
a message to the sequence task to start the next program 
running. 
Else 

Return user interface to idle state display. 
End of Forever Loop 
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Pause Tas)c Overview 

The purpose of the pause tas)c is to handle either a pause 
that the user programs in a CYCLE pro<jram or a pause when 
the user presses the PAUSE key on the keypad. 

When the sequence task' encounters a programmed pause while 
executing a CYCLE program, it goes to sleep and awakens the 
pause task. The pause task in turn sends a message to the 
real time display task to continually display and decrement 
the time the user asked to pause for. When the pause timer 
times out, the pause task sends a message to awaken the 
15 sequence task and then goes to sleep. The user can 

prematurely resume the program by pressing the START key on 
the keypad or can prematurely abort the program by pressing 
the STOP key. 

When the keyboard task detects a PAUSE key while a program 
is running, it sets a flag {pause_flag} then waits for the 
sequence task to acknowledge it. When the sequence task 
sees this flag set, it sends an acknowledgment message back 
to the keyboard task then puts itself to sleep. When the 
keyboard task receives this message, it awakens the pause 
task. The pause task sends a message to the real time 
30 display task to continually display and increment the amount 

of time the program is paused for. The timer will time out 
when it reaches the pause time limit set by the user in the 
configuration section. The user can resume the program by 
35 pressing the START key on the keypad or abort the program by 

pressing the STOP key. 
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Pavisc TasK Pseuds-code: 

Do Forever 

Wait for a message from the keyboard task indicating a 
keypad pause, or a message form the sequence task 
indicating a user programmed pause. 
Go to sleep until a message is received. 

When awakened, check a flag for the type of pause 
initiated. 
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if (it is a prograaaed pause) then 

Send a aessage to the real tiae display task to 
display the pause tiaer counting up. 

Else 

Send a aessage to the real tiae "display task to 
display the pause tiaer counting dovn. 
While (counting dovn the tiae out counter) 

Send a aessage to the systea to suspend this task for 
half a second. 

Send a aessage to the printer task to print the pause 
information • 

I* (it is a programmed pause) then 

The pause has timed out so send a message to the vaXe 
up the sequence task. 

Send a aessage to the real tiae display task to halt 
the pause display. 

Send a aessage to the real time display task to 
resuae the running prograa display. 
Else (it is a keypad pause) 

The pause has tiaed out and the program aust be 
aborted so send a aessage to the systea to halt the 
sequence task and send it back to the top of its 
FOREVER loop. 

If (the prograa running was a HOLD prograa) 

Send a aessage to the printer task to print the 
hold information. 
Write a status record to the history file. 
Return the user interface to its idle state. 
Display an abort message. 
End of Forever Loop 
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Display Task Overview 

The purpose of the real time display task is to display 
temperatures, timers, censor readings, ADC channel readings, 
and other parameters that need to be continually updated 
every half second. 

Disolav Task Pseudocode : 
Initialize display task variables. 

Do Forever 

Wait for a message every half second from the timer task. 

Go to sleep until the message is received. 

When awaicened, check if another task has sent a list of 

parameters to display or a flag to halt the current 

update. 

Toggle the half second flag {half_sec>. 

If (there's a list of parameters to display) then 

Set a semaphore so no one else will update the 

display . 

Turn off the cursor. 

While (stepping through the list of parameters) 
If (it is a time parameter) then 
Display the time. 

If (half second flag {half_sec} is set) then 

Increment or decrement the time variable. 
Else if (it is a decimal number) then 

Display a decimal number. 
Else if (it is an integer number) then 

Display the integer. 
Else if (it is an ADC channel readout) then 

Read the counts from the ADC channel. 

If (need it displayed as mV) then 
Convert counts to mV. 

Display the value. 
Else if (it is a power display) then 

Display the power in terms of watts. 
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Else if (it is the hours left parameter) then 
Convert seconds to tenths of hours. 
5 Display the hours left in tenths of hours. 

If (half second flag {half_sec> is set) then 
Decrement the seconds variable. 
If (the cursor was on) then 
10 Turn it bac* on. 

Store the current system tiae in battery RAW. 
Clear the semaphore to release the display. 
End of Forever Loop 
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Printer Task Overview 

The purpose of the printer task is to handle the runtime 
printing. It is a low priority task and should not 
interfere with other tine critical tasks. 

Printer Task Pseudocode : 
Do Forever 

Wait for a message from another task that wishes to print. 
Go to sleep until a message is received. 

When awaken, make local copies of the global variables to 
be printed. 

Post a printer acknowledgement message. 

If (need to print a status or error message) then 

Print the information contained in the current 

history record. 
Else if (need to print the page header) then 

Print the company name, instrument ID, firmware 

version nur^er and the current system time and date. 
Else if (need to print the program header) then 

Print the type of program and its number. 
Else if (need to print the program configuration 
parameters) then 

Print the tube type, reaction volume and the cample 

temperature deviation from setpoint that starts the 

clock. 

Else if (need to print end of cycle information) then 
Print the ending time and temperature. 

Else if (need to print segment information) then 

Print either the ramp or hold segment information. 

Else if (need to print a pause status message) then 

Print the amount of time paused for and at what temp. 
End of Forever Loop 

LEP Tag* Overview 

The purpose of the LED task is to make the illumination of 
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LED Task P^.^o,-^ ■ 
Initialize LED task variables. 

Do Forever 

Send a aessage to the systea to wake this task every 
second. 1 

Go to sleep. 

When awaken, load counter 2 of Pic tiaer A with a value 
that reflects the power applied to the aain heater as 
follows: 

load counter with value ~ <K_htled> * <ht_led} 
Where: 

{X_htled} holds a constant to coapute the tiae to 
pulse the heating LED and is equal to 15200 / soo 
15200 is a little greater than the Pic's clock of 
H.4KH2 and this is the value loaded into the tiaer 
to keep the LED constantly on. 500 is the main 
heater power. 

{ht_led> will be a value between 0 and 500 and will 
be equal to the watts applied to the aain heater. 
End of Forever Loop 



Link Tayk Ov«»T-vj B y 

The purpose of the link task is to siaulate the user 
pressing the START key on the keypad. This task is 
necessary so that prograas c*n be executed one right after 



the other (a. in a method) without user intervention. The 
Unk task wakes up the sequence task and it begins running 
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the next program as if the STAJ*T key were pressed. 

LirA Task Pseudocode: 
5 Initialize link task variables. 

Do Forever 

If (the flag {veird_flag} is set and it is not the first 
file in 

the method) then 

Send a message to the sequence task to wake up. 
f5 End of Forever Loop 
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POWEX-CTP SEQUENCE 

When the power to the instruaent is turned on or the 
rtvare does a RESET , the following sec^ence takes nlacp. 
Note: the numbers below correspond to numbers on the flow 
chart . 

1. Transmit a ctrl-G (decimal 7) character out the RS- 
232 printer port. Poll the RS-232 port for at least 
1 second and if a ctrl-G is received, it is assumed 
that an external computer is attached to the port and 
all communication during the power-up sequence will 
be redirected from the Keypad to the RS-232 port, if 
no ctrl-G is received, the power-up sequence 
continues as normal. 
». 2. Check if the MORI key is depressed. If so, go 

straight to the service-only hardware diagnostics. 
3 • The next 3 tests are an audio/visual check and cannot 
report an error: l) the beeper beeps 2) the hot, 
cooling, and heating LEDs on the keypad are flashed 
fiB 3) each P ixel of tf >* display is highlighted. The 

copyright and instrument ID screens are displayed as 
35 the power-up diagnostics execute. 

4. Should an error occur in on. of the power-up 
diagnostics, the name of the component that failed is 
displayed and the keypad is locked except for the 
code ' MORE 999 ' **ich will gain access to the 
service-only hardware diagnostics. 

5. Check channel 0 of the PPI-b device to see if the 
^ automated test bit is pulled low. if it i8 , „ , ^ 

OXRT test. If the test passes, beep the b*eper 
continuously. 

6. Start the CRETIN operating system which in turn will 
start up each task by priority level. 
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Check a flag in battery RAM to see if the instrument 
has been calibrated. If not, display an error 
message and lock the keypad except for the code ' MORE 
999' which will gain access to "the service-only 
calibration tests. 

Run a test that measures the voltage and line 
frequency and see if both thess values natch the 
configuration plug selected while calibrating the 
instrument. If not, display an error message and 
lock the keypad except for the code 'MORE 999' which 
will gain access to the service-only calibration 
tests . 

Perform the heater ping test as described in the 
Install section. If the heaters are wired wrong, 
display an error message and lock the keypad except 
for the code 'MORI 999 1 which will gain access to the 
service-only calibration tests. 

Check a flag in battery RAM to see if the instrument 
has been installed. If not, display an error message 
and lock the keypad except for the code 'MORE 999* 
which will gain access to the install routine. 
If not in remote mode, check a flag in battery RAM to 
see if there was a power failure while the instrument 
was running. If so, start a 4 # C soak and display the 
amount of time the power was off for. Ask the user 
if they wish to view the history file which will tell 
them exactly how far along they were in the ; run when 
the power went off. If they select yes, they go 
straight to the user diagnostics. 

Beep the beeper and clear the remote mode flag so all 
communication now is back through the keypad. 
Check a flag in battery RAM to see if manufacturing 
wants their test program automatically started. If 
so, start the program running and reset the 
instrument after its done. 

Display the top level user interface screen. 
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*e:ern. , to Figure 50, there is si. -n a cross - 
sectional v ie w of a i arger vol-a., thin vailed reaction tube 
narketed under the trademark MAXIAK? . This tube is useful 
for PGR reactions wherein reagents or other materials need 
to be added to the reaction mixture whi.cn will bring the 
totai volume to greater than 200 microliters. The larger 
tube shown in Figure 50 made of Hiaont PD701 polypropylene 
or vaitee KK-444 polypropylene and has a thin wall in 
contact with the sample block. Whatever material is 
selected should be compatible with the DNA and other 
coaponents of the PCR reaction aixture ao as to not impair 
PCS reaction processing such as by having the target DNA 
stick to the walls and not replicate. class is generally 
not a good choice because DNA has been known to stick to the 
walls of glass tubes. 

The diaension A in Figure 50 is typically 0.012 + 
•001 inches and the wall angle relative to the longitudinal 
axis of the tube is typically 17-. The advantage of a 17- 
vail angle is that while downward force causes good thermal 
contact with the sample block, the tubes do not jam in the 
sample wells. The advantage of the thin walls is that it 
minimizes the delay between changes in temperature of the 
sample block and corresponding changes in temperature of the 
reaction mixture. This means that if the user wants the 
reaction mixture to remain within l-c of 94 «C for 5 seconds 
in the denaturation segment, and programs in these 
parameters, he or she gets the 5 second denaturation 
interval with less time lag than with conventional tubes 
with thicker walls. This performance characteristic of 
being able to program a short .oak interval such as a 5 
second denaturation soak and get a .oak at the programmed 
temperature for the exact programmed time is enabled by use 
of a calculated sample temperature to control the timer. In 
the system described herein, the timer to time an incubation 
or soak interval i. not started until the calculated .ample 
temperature reaches the programmed soak temperature. 
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Further, with the thin vailed saaple tubes, it only 
takes about one-half to two-thirds as long for the sample 
mixture to get within 1*C of the target temperature as with 
prior art thick -walled microcentrifuge tubes and this is 
true both with the tall KAXIAKP" tube shown in Figure 50 and 
the smaller thin walled MICROAKP" tube shown in Figure 15. 

The wall thickness of both the MAXIAMP* and MICROAMP* 
tubes is controlled tightly in the manufacturing process to 
be as thin as possible consistent with adequate structural 
strength. Typically, for polypropylene, this will be 
anywhere from 0.009 to 0.012 inches. If new, more exotic 
materials which are stroger than polypropylene are used to 
achieve the advantage of speeding up the PCR reaction, the 
wall thickness can be less so long as adequate strength is 
maintained to withstand the downward force to assure good 
thermal contact, and other stresses of normal use* With a 
height (dimension B in Figure 50) of 1.12 inches and a 
dimension C of 0.780 inches and an upper section wall 
thickness (dimension of 0) 0.395 inches, the KAXXAMF tube's 
time constant is approximately 14 seconds although this has 
not bean precisely measured as of the time of filing. The 
MICR0AKP tube time constant for the shorter tube shown in 
Figure 15 is typically approximately 9.5 seconds with a tube 
wall thickness in the conical section of 0.009 inches plus 
or minus 0.001 inches. 

Figure 51 shows the results of use of the thinner 
walled MICRO AKP tube. A similar speeded up attainment of 
target temperatures will result from use of the thin vailed 
MAXIAMP tube. 

Referring to Figure 51, there is shown a graph of the 
relative times for the calculated sample temperature in a 
MICRO AMP tube versus the time for a prior art tube to reach 
a temperature within 1*C of a target denaturation 
temperature of 94 # C from a starting temperature of 72 *C In 
Figure 51, a 100 microliter sample vas present in each tube. 
The curve with data points marked by open boxes is the 
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calculated sample temperature response for a MICROAX? tube 
with a 9.5 second response tine and a 0.009 inch wall 
thickness. The curve with data points Barked by X's 
represents the calculated sample temperature for a loo 
microliter sample in a prior art, thick walled 
microcentrifuge tube with a 0.030 inch wall thickness. This 
graph shows that the thin walled MIcaoAKP tube 'sample 
reaches a calculated temperature within 1«C of the 94. C 
target soak temperature within approximately 36 seconds 
while the prior art tubes take about 73 seconds. This is 
important because in instruments which do not start their 
timers until the soak temperature is substantially achieved 
the prior art tubes can substantially increase overall 
processing tine especially when considered in light of the 
fact that each PC* cycle will have at least two ramps and 
soaks and there are generally very many cycles performed 
Doubling the ramp time for each ramp by using prior art 
tubes can therefore drastically increase processing time 
In systems which start their times based upon 
block/bath/oven temperature without regard to actual sample 
temperature, these long delays between change. in 
block/bath/oven temperature and corresponding changes in 
sample mixture temperature can have serious negative 
consequences. The problem is that the long delay can cut 
into the time that the reaction mixture is actually at the 
temperature programmed for a soak. For very short soak, as 
are popular in the latest PCS processes, the reaction 
mixture may- never actually reach the programmed soak 
temperature before the heating/ coo ling .y.tea .tarts 
attempting to change the reaction mixture temperature. 

Figure 50 show. . polypropylene cap 630 connected to 
the MAXIAKP sample tube by a plastic web 652. The out.ide 
diameter E of the cap and the inside diameter F of the tube 
upper section are sized for an interference fit ot between 
0.002 and 0.005 inches. The inside surface 654 of the tube 
should be free of flash, nicks and scratches so that a gas- 
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tight seal with the cap can be fonaed. 

Figure 52 shows a plan viev of the tube 651, the cap 
650 and the web 652. A shoulder 656 prevents the cap from 
being pushed too far down into the - tube and allows 
sufficient projection of the cap above the top edge of the 
sample tube for making contact with the heated platen. This 
also allows sufficient cap deformation such that the minimum 
acceptable force F in Figure 15 can be applied by 
deformation of the cap. 

In the preferred embodiment, the tube and cap are 
made of Himont PD701 polypropylene which is autociavable at 
temperatures up to 12 6 f C for times up to 15 minutes. This 
allows the disposable tubes to be sterilized before use. 
Since the caps are permanently deformed in use in machines 
with heated platens, the tubes are designed for use only 
once . 

Caps for the MICROAMP tubes are available in 
connected strips of a or 12 caps with each cap numbered or 
as individual caps. Single rows of caps may be used and the 
rows may be easily shortened to as few as desired or 
individual caps may be cut off the strip. Caps for MAXIAMP 
tubes are either attached as shown in Figure 50, or are 
separate individual caps. 

The maximum volume for post-PCR reagent additions to 
permit mixing on the MICROAMP tube is 200 microliters and is 
up to 500 microliters for the MAXIAMP tube. Temperature 
limits are -70 # C to 126 a C. 

The response time depends upon the volume of the 
sample. Response is measured as the time for the sample to 
come within 37% of the new temperature vhen the block 
suddenly changes temperature. Typical response time for a 
50 microliter fill are 7.0 seconds and for a 20 microliter 
fill are 5.0 seconds. 
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APPENDIX A 
User Interface 



The objective of the GeneAmp PCR System 9600 user 
interface is to provide a simple way to develop and run 
programs that perfora PCR. 

There are 3 types of programs available. The HOLD program 
consists of a single setpoint held for a set amount of time 
or held for an infinite amount of time and terminated by the 
STOP key. The CYCLE program adds the features of timed 
ramps and programmable pauses. This program allows up to 9 
setpoints and up to 99 cycles. The X0TO program allows the 
user to increment or decrement the setpoint time and /or 
temperature a fixed amount every cycle. This program also 
allows up to 9 setpoints and up to 99 cycles. A METHOD 
program provides a way to link up to 17 hold, cycle or auto 
programs together. 

A total of 150 programs can be stored with nunbers ranging 
from l to 150. Programs can be created, stored, protected, 
printed, or deleted. A directory of the stored programs can 
be viewed or printed. 
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THE SYSTEM 9 600 KEYPAD 



TO 



f5 



20 



25 



30 



35 



40 



45 




MORE 



Heating 




Cooling 



Hot 



RUN 
MORE 

BACX 

STEP 

PAUSE 

OPTION 

STOP 
CE 

ENTER 



PAUSE 



OPTION 






ENTER 



50 



starts a program running from the program display 
or restarts a programmed or keypad pause. 

toggles the runtime displays and also accesses the 
service-only functions (if followed by the code 
999) . 

moves to the previous field within the same 
screen. If currently positioned on the first 
field, it moves to the previous screen. 

moves down to the first field in the next screen. 

starts a paused time-out for manual interruptions. 

either moves the cursor left-to-right through the 
menu items (rolling over to the leftmost option) 
or toggles the YES /NO response. 

aborts a running program or moves the user up one 
level in the user interface. 

clears invalid numeric entries. 

aceepts the current numeric entry, accepts a menu 
item, accepts a YES/NO response, or skips to the 
next field of a display. If the numeric entry is 
the last of a display, ENTER steps to the next 
display. 
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COKMON SrSTZX 9600 DISPLAYS 



PROGRAM display 



Prog /// Msg Temp 
Menu 



Example : 



Prog 
/// 

Msg 

Tenp 

Menu 



CYC-L /17 Done 74. 0C 
RUN-STORE-PRINT-HOME 



• — - -u^ii 



is either HOLD . CYCL , 

is the program > "(1-150) or if 
stored yet 1 

rio hCr D ° ne ' Error ' or blank 

is the current sample temperature 
are the available options 



it is not 



RTOTIXZ displa y 
) h ^ m Example: 



Action TefflD ~ 

Timer Proc/Cvc p to 94 - oc 29. 6C 

10:00 Cycle 14 

Prog/cyc for a HOLD file is 'Prog xxx' 

for a CYCL or AUTO file i s -cycle xx' - counts up 

MORE disp lay 

^ Example: 



To?cvc iS S'tSf^i 1 ? "*P oint > C1-9J - counts up 

prog?a a ' ° f CyClCS (1 " 99 > in «£ current 

jar is fftSir^^p^sjrs - — 

KEYPAD P AUSE display 

"^^^■^^^—■^■^■^^m Example: 
Prog /#/ Teap 

-^Lii2^_,_L ^/ x ; ;4S s5 - oc 



P"g i s either HOLD, CYCL, AUTO or KETH 

«or?d e ySt 09raB ' (1 " 150) ° r ??? if is «ot 

Temp is thm current 8aaple temperature 

Tiaer is the configurable pause tiae - counts down 
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TOP LEVEL USER INTERFACE 



Select Option 9600 
RETN-CREATE-EDIT-UTTL 
TOP LEVEL display 



10 



15 



20 



25 



30 



35 



40 



45 



50 



Run 




Enter proaram 


txxx 


RUN display 


Edit 




Enter proaram 




EDIT display 



Create program 
EOLD-CYCL-AUTO-KZTH 



CREATE display 



Select function 

BIR-CONFIG-DIAG-DEL 

UTIL display 



Programs are created by selecting a program type in the 
CREATE display. The user is brought directly to the first 
display of the program to be edited. 

Stored programs are retrieved by entering a number 1 to 150 
from the RUN , EDIT , or program displays. Entering a valid 
program number from the RUN display automatically begins the 
run. Entering a valid program number from the EDIT or 
program display brings the user to the first display of the 
program to be edited. 

Programs are edited by pressing STEP (move down a screen) , 
BACK (move to the previous field) or ENTER (move to the next 
field) . 

Programs are run by selecting RUN the RUN -STORE-PRINT-HOME 
menu or by pressing the RUN key on the keypad. The user 
must first enter 2 parameters required for each run. 



Tube type: MICRO 
React vol: lOOuL 



Select print mode 

OFF-CYCLE- S ETPO INT 



The OPTION key toggles the tube 
type from MICRO (MicroAmp tube) 
to THIN (thin-valled CeneAmp 
tube) . If the user configured a 
special tube, then the option of 
OTHER is added. A different 
reaction volume may be entered. 
These parameters are stored with 
this program. ENTER accepts 
these values. 

If the user configured the 
runtime printer ON and he is 
running a cycle, auto or method 
program, then the following 



printer choices are offered, the 
program is started. CYCLE prints 
55 a message only upon completion 

of a cycle. SETPOINT prints 
runtime data for every setpoint 
(ramp/hold time and temps) . 
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If trie user configured the 
Select print node runtime printer CN and he is 

QFF-ON running a hold program, then the 

— — following printer choices are 

offered . 



If the heated cover is below 
Cover temp is xx*C 100 # C, the following screen is 

Run starts at 100'C displayed. If the user is on 

this display when the heated 
cover reaches 100 # C, the run 
automatically begins. If the 
user hit STOP to return to the 
program display, then the run 
must be manually re-started. 

Accepting HOME at the RUN-STCRE-PRItfT-HOME menu without 
saving a program displays the screen: 

Prog /xxx not stored 

Continue? YDS 
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HOLD PROGRAM 



HOLD /xjoc XX. XC 

RUN-STORS-PRryT-HOKT 
PROGRAM display 

The user can choc s e between an 
Hold at xx. £C infinite soak or a time limited 

Hold FOREVE3-xxx:xx hold. 



The beeper will sound once a 
Beep while Hold? NO second. 



HOLD PROGRAM - Runtime displays 



Hold at xx. xC xx. xC None 
xxx : xx Proa xx 



RUNTIME display MORE display 



HOLD /XX 
PAUSE xx : xx 



XX. xC 



KEYPAD PAUSE display 



None 



PROGRAMMED PAUSE 



HOLD PROGRAM - Runtime printout 

PE Cetus GeneAmp PCR System 9600 Ver xx.x Nov 14, 1990 
xx:xx am 

Tube typa: MICRO Reaction vol:100uL Start clock within x.xC 
of setpt 

HOLD program #xxx 

HOLD Program: xx.xC xxx:xx Actual: xx.xC xxx:xx 
or 

HOLD Program: xx.xC FOREVER Actual: xx.xC xxx:xx 
HOLD program /xxx - Run Complete Nov 14 , 1990 xx:xx am 
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CYCLZ PROG RAH 



CYCL fxxx xx. xC 

RLTN~STORE-?R IKT-HQKT 
PROGRAM display 



The default is 3. This 

X Temperature PCR determines the number of 

— wmm ^ a ^ m —^^_ i ____ *etpoints in this program, i to 

— 9 setpoints are allowed.- 



The number of setpoints entered 
Setpt /i Ramp x&:xx above determines hov many 

xx. xC Hold xx:xx setpoint edit displays will be 

— ^ - offered. The user can enter a 

ramp and hold time for each 
setpoint. The hold timer will 
start when the sample temp gets 
within a user configurable temp 
of setpoint. 



If the user does NOT want to 
Total cycles - *x pause, then the next 3 displays 

Pause d uring run? ho skipped, l to 99 cycles are 

allowed. 



Pause after setpt 
Beep while pause?YES 



Entering a 0 for setpoint number 
also means the user does NOT 
want to pause therefore the next 
2 displays are skipped. 



1st pause at cycl 
^JJJJ^^vei^Jj^^jJclo 



The cycle number is limited to 
the total number of 
entered above. 



cycles 



The default pause time is set in 
Pause tia« x^:xx *** e user configuration. 
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CYCLE PROGRAM - Runtime displays 



Ramp to xx. xC xx.xC Setpt /x Tot Cyc xx 

xxx : xx Cvcle xx Hrs left X.X Frooxxx 



RUNTIME display (ranp) MORE display 



10 



15 



Hold at xx. xC xx. xC 

xxx : xx cycle xx 



KEYPAD PAUSZ display 



RUNTIME display 


(hold) 








CYCL #xxx 


xx. xC 


Setpt 


/x 


xx. xC 


PAUSE xxrxx 




PAUSE 


xx:xx 


Cvcle xx 



PROGRAMMED PAUSE 
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CYCLZ PROGRAM - Runtime printout 

PE Cetus GeneAmp PCR System 9600 Ver xx.x Nov 14, 1990 
xx: xx am 

Tube typerHICRO Reaction volrlOOuL Start clock within x.xC 
of setpt 

CYCL program /xxx 
Cycle /xx 

Setpt /x RAMP Program: xx.xC xx: xx Actual: xx.xC 

xx: xx 

HOLD Program: xx.xC xxrxx Actual: xx.xC 

xx:xx 

• 

(up to 9 setpoints) 

(up to 99 cycles) 

CYCL program /xxx - Run Complete Nov 14 , 1990 xxrxx am 
CYCL program /xxx - User Aborted Nov 14, 1990 xxrxx am (only 
if aborted) 



45 



50 
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AUTO PROGRAM 



AUTO /XXX XX. XC 

RUN- STORE-PR INT -HOME 
PROGRAM display 



X Temperature PCR 



The default is 3. This 

determines the number of 

setpoints in this program. 1 to 
9 setpoints are allowed. 



Setpt /l xx.^C 
Hold for xx:xx 



Setpt fl xx. xC 
Change tiae/temp?Y£S 



The number of setpoints entered 
above determines how many 
setpoint edit displays will be 
offered. Ho ramp time is offered 
thus the instrument ramps as 
fast as possible. The hold 
timer start when the sample temp 
gets within a user configurable 
temp of setpoint. 



If the user wants 
or decrement the 
temperature every 
the following 
offered. 



to increment 
time and/or 
cycle, then 
display is 



The OPTION key toggles the arrow 
xx. xC delta _ x.xc U P (increment every cycle) or 

delta xx:xx dovn (decrement every cycle). 

■ The max time allowed to 
decrement is limited to the 
setpoint hold time. 

BM ™ B ^^^™™™ B ™^^™ Up to 99 cycles are allowed. 
Total cycles - xx 
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AUTO PROGRAM - Runtime displays 



Hold at xx. xC xx.xC Setpt /x Tot Cyc xx 

xxx : xx Cvcle xx Hra- left X.X Proaxxx 



RUNTIME display MORE display 



AUTO /xxx xx.xC None 

PAUSE xx: xx 



KEYPAD PAUSE display PROGRAMMED PAUSE 



AUTO PROGRAM - Runtime printout 

PE Cetus GeneAmp PCR System 9600 Ver xx.x Nov 14 , 1990 
xx:xx am 

Tube type:MICRO Reaction vol:100uL Start clock within x.xC 
of setpt 

AUTO program /xxx 
Cycle /xx 

Setpt fx RAMP Program: xx.xC xx:xx Actual: xx.xC 

xx : xx 

HOLD Program : xx . xC xx : xx Actua 1 : xx • xC 

xx:xx 

(up to 9 setpoints) 

(up to 99 cycles) 

AUTO program /xxx - Run Complete Nov 12, 1990 xx:xx am 
AUTO program /xxx - User Aborted Nov 12, 1990 xx:xx am (only 
if aborted) 
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KETHOD PROGRAM 



METH /xxx xx. xC 

RUN-STORE-PRINT-HOME 

PROGRAM display 



Up to 17 programs Can be linked 
Link progs: - in a method. If the user tries 

to enter a non-existant program 
■■^"^^^^■-■^^"■■■^^^^ /, the message "Prog does not 

exist" is displayed. If the user 
tries to link another method, 
the message "Cannot link a 
method" is displayed. 



METHOD PROGRAM - Runtime displays 

The RUNTIME , MORE and PAUSE displays will be those of the 
program currently running. Two additional MORE displays are 
offered when the program running is linked in a method. 



The number of ' the program 
currently running will flash. 



hhh-iii- j j j -kkk-lll- 
mmm-nnn-ooo-pop-aqq 



XZTBOD PROGRAM - Runtime printout 

PE Cetus GeneAmp PGR System 9600 Ver xx.x Nov 14, 1990 
xx:xx am 

Tube typ«:MICRO Reaction vol:l00uL Start clock within x.xC 
of setpt 

METHOD program /xxx - preceeds all linked 
program data 



METHOD program /xxx - Meth Complete - follows all linked 
progra data 



METH /xxx aaa-bbb- 
ccc-ddd-eee-f f f-qgg- 

ADDITIONAL MORE display 
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X2TH0D PROGRAM - Print 



Select option 
METHOD -PROG RAM DATA 



METHOD prints the header of each program linked in the 
10 method. 

PROGRAM DATA prints the header and contents of each 

program linked in the method. 
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STORING A PROGRAM 



TO 



When STORE is selected from the RUN-£T0RE- PR T NT-HOME menu, 
the routine for storing a program is the sane for a file as 
well as a nethod. Protecting a program insures the user 
that the program vill not be overwritten, or deleted without 
knowledge of the user number. Other users will be able to 
view, edit, run, and link the protected file in their 
methods but will not be able to alter the stored version. 



Store 

Enter oroaram #xxx 



xxx is the first available 
program number from 1 - 150. 



15 



Progxxx is protected 
Enter user #xxxx 



The user has entered the / of a 
protected program. The correct 
user t must be entered in order 
to overwrite this program. 



20 



25 



Progxxx is protected 
Wrona user number ! 



The wrong user / was entered. 
This display remains for 5 
seconds before reverting to the 
previous one. The user is given 
3 chances to enter the correct 



30 



35 



Progxxx is linked in 
Methxxx Continue?YES 



Can't overwrite prog 
Linked in method xxx 



If the user tries to overwrite a 
program that is linked in a 
method, the user is warned and 
given the option of continuing 
or not. 

If the user tries to overwrite a 
program that is linked in a 
method with another method, an 
error message is given. 
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Store 

Protect oroaram? NO 



The user is given the chance to 
protect a program as well as 
unprotect a previously protected 
program. 
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Store 

Enter user #xxxx 



The user wants to protect the 
program and therefore must enter 
a user /. 



50 



Ready to store the program in an available slot. The user 
/ appears only if the program is protected. 
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10 



15 



20 



Prog /xxx User /xxxx Ready 

OK to store? YES Prog fxxx User /xxxx r ° 

— OK to overvrite? YES overwr 
^ ite an 

exist i 
n g 
p r ogra 
m. The 
user / 
appear 
s only 
if the 
progra 
m is 
protec 
ted. 



UTILITY 7 UNCTIONS 



Select function 
UTIL display 

DIR allow the user to view or print a directory of the 

stored programs by either their program number, 
30 user number or program type. 

CONTIG allows the user to tailor the use of the instrument 
to their specific needs. 

35 DIAG offers the user a means of diagnosing runtime 

problems and verifying the performance of the 
instrument. 

DEL allows the user to delete stored programs by 

program number, user number or program type. 



45 
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UTIL - DIRECTORY 



Directory 

PROG-TYPE-USER -PRINT 



TO 



Directory by PROCraa numb«r 



15 



Directory 

Enter crocram /xxx 



Programs will be listed in 
numerical order starting at the 
given number. The STEP and BACK 
keys move through the directory 
displays. The beeper sounds at 
the beginning or end of the 
program list. 



20 



HOLD /124 



STOP returns the 
above display. 



user to the 



25 Directory by program TYPE 

The program numbers will be 
Directory listed for the selected type of 

HOLD-CYCL-AuTO-METH program. 

30 



CYCL #15 

35 HMHM 



Directory by USER number 



All programs stored under the 
Directory given user number will be 



Enter user #xxxy listed. 



45 

METH /150 User /1234 



50 



Directory PRHTT 
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Directory Print 
PROG -TYPE- US ER 



The user can get a hardcopy of 
the directory listing in the 
same manner the directory is 
viewed above. 
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UTIL - USER CONFIGURATION 



^ — i m Th6 configuration file can be 
Configuration edited by accepting EDIT from 

r OIT-PRINT tne Bcnu or b y pressing the STEP 

A— ^ — m key. PRINT prints the contents 

of this file. 



^ mmmb j ne user can set t ^ e system tine 

Tine: xx:xx and date ' 

Date: ma/dd/w 



Runtime printer 0F£ 
Runtime beeoer ON 



If the runtime printer is ON, 
the user will be prompted vith 
printer option as the start of 
each run. If the runtime beeper 
is ON, then a beep will sound at 
the end of each segment (after a 
ramp or hold portion of a 
sequence) while running a 
program. 



Pause time-out limit 
xx : xx 



Allowed setpt error 
x.x*C 



This time represents the maximum 
amount of time a program can 
pause for before it is aborted. 
This pertains only to the keypad 
pause. 

This time represents the number 
of degrees the actual sample 
temp may vary from the setpoint 
before an error is flagged. 



Idle 
rx # C 



state setpoint 



This setpoint is useful for 
balancing the control cooling 
power which is always present. 
The sample temp will be 
maintained at the idle state 
setpoint whenever the instrument 
is idle. 



Start clock within 



The clock which times the hold 
segment of a running program can 
be conf igured to be triggered 
when it gets within this 
temperature of the sample temp. 
The nominal value is 1.0'C. 



If the user wishes to use a different type of tube other 
than the MicroAmp or Thin-walled GeneAmp tubes, they must 
set this option to YES and enter at least 3 pairs of 
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reaction volume and cube time 
Special tube? NO constant data. This curve will be 

^ mm ^ m ^ m ^^^^^^^^^^^ used to extrapolate the correct 
^~ mmmmm —^^— Tau (tube tine constant) for each 
, , . ru ^ using this special tube 

depending on the reaction volume entered by the user at 
the start of a run. 



W UT *L " USER CONFIGURATION (cont) 



3 sets of this screen will be 
Rxn vol=*xx>cuL T-ooocs offered if the user sets 

Rxn vol«xx xuL T-xxxs "Special tube?" to YES. 
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UTIL - DELETE 



Delete 

PROGRAM-USER -MX 



Delete by PROGRAM 



All programs (files and methods) 



Delete can be deleted by number, 

Enter oroaram /xxx 



A program cannot be deleted if 
Can»t delete progxxx iz Lin * ed in a method. 



Linked in methodxxx 



The user has entered the / of a 
_ protected program. The correct 

Ente r user Vxx^c'" use 5 f ffiUSt be entered in order 

to delete this program. 



Progxxx is protected 



Progxxx is protected 
Wrono user number! 



The wrong user t was entered. 
This display remains for 5 
seconds before reverting to the 
previous one. The user is given 
3 chances to enter the correct 



Prog fxxx User #xxxx 
Delete program? YES 



Ready to delete the program. The 
user t appears only if the 
program was protected. 



Delete by USER 



Programs can be deleted under a 
Delete given user number. 

Enter user #xxxx 



If no programs exist with the 
Delete given user t, the following 

No oroas with #xxxx message is displayed. 



^ Programs cannot be deleted if 

Progs linked in neth »« ^ * Si 

STEP to list progs f TE? *«y yiU cyel. through the 

Mm^MHBm^^HMMMMM list of linked programs. 
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UTIL - DELETE (cont) 



w 



15 
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The list of the linked programs 
Can't delete progxxx will show which method the 

Linked in methodxxx! prograa is linked to. 



This will delete all the 
User /xxxx programs under the given user / 

Delete all Droos?YES that are not linked. 



Delate ALL 



This will delete every 
20 Delete every unprotected program that is not 

unprotected oroa?YES linked in a protected method. 
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UTIL - USER DIAGNOSTICS 



10 



15 



20 
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While running any diagnostic test, the STOP key always 
returns the user to the top level diagnostic screen and 
automatically increments the test number and name to the 
next test. This facilitates manually cycling through the 
available diagnostics. 



Enter Diag Test #1 
REVIEW HISTORY FILE 



The user can enter the number of 
the diagnostic to run or can use 
the STEP or BACK keys to cycle 
through the available tests. 
Every time the STEP or BACK key 
is pressed, the test number is 
incremented or decremented and 
the associated test name is 
displayed. This feature 

eliminates the need for the user 
to memorize the number 
associated vith each test. 



REVIEW HISTORY 7ILE 



Enter Diag Test *I 
REVIEW HISTORY FILE 



HISTORY nnn recs 

ALL-STAT-ERRORS-PRNT 



The history file is a circular 
buffer in battery RAM which can 
store up to 500 records of the 
latest run. When the buffer is 
full, the oldest entries will be 
overwritten. The buffer will 
automatically be cleared before 
a program is executed. 

The history file header displays 
the current number of records in 
the file ( 'nnn* ) . 
ALL views all the records 
f TAT views only the status 
records 

ERRORS views only the records with 
error messages 

PRKT prints all or part of the history 
file 

The two types of records are 1) status records which give 
information about the program and 2) data records which give 
information abount each hold and ramp segment in a program. 
A Hold program is treated as one hold segment and the data 
record will be stored when the file ends. 

Since there could be hundreds of entries (50 cycles X 6 
setpoints 350 entries), fast, bi-directional movement 
through the file is required. Note that most PCR programs 
will be 3 or 6 setpoints and 40 cycles or less. The entries 
will normally be reviewed in reverse order, thus the first 
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record seen will be the last record vritten. 

If the user has chosen a type of record to view, STEP or 
BACK will move down or up the buffer by one entry of the 
chosen type. By preceding STEP or BACK with a number, the 
second line is replaced with "Skip /XXX entries" • The use- 
enters a nuaber and presses ENTER to accept the value and 
that number of entries is skipped going forward (STEP) o- 
backward (BACK) . 

By preceding STEP or BACK with the RUN key, the user can 
quickly move to the largest record / (the newest record) or 
record /l (the oldest record) of the chosen type, 

STOP terminates the review mode and displays the file 
header. 
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STATUS RECORD 



f f f f /xxx/mnm 
messaae 



nnn 



' ffff is cither HOLD, CVCL or 
AUTO 

'xxx 1 is the program number 
1 /mmm* is the method number for 
a linked program, else blank 



10 



'nnn' is the record number 

'message' is one of the following: 



15 



20 



25 



30 



Status 

Tube Type: xxxxx 
Reaction vol: xxxuL 
Clk starts w/in x.xC 

Start xx/xx/xx xx:xx 
End xx/xx/xx xx:xx 
Meth Complete 

Pause xx:xx at xx.xC 



Fatal status massages 

Sensor Error 

Power fail xxx.x hrs 
User Abort 
Pause Timeout xx:xx 
Fatal Setpoint Error 
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Type of sample tube used in the run 

Reaction volume used in the run 
The hold clock starts within this temp 
of setpoint 

Time and date of the start of the run 
Time and date of the end of the run 

All programs linked in the 

method are complete 
The program paused for this time at 
this temp 



A sensor had a bad reading 10 

times in a row 
The power was off for this amount of 
time 

The user pressed the STOP key during 
the run 

The keypad pause has reached its 
configurable time limit. 

Is the requirement to abort a program 
if the setpoint is not reached within 
a calculated amount of time. A 10 X 
10 lookup table of starting ramp 
temperature (0 # c - 100 # C in 10 # c 
increments) vs. ending ramp 
temperature (same axis labeling) will 
hold the average time the TC2 should 
take to ramp up or down any given 
amount of degrees. The file will be 
aborted if the setpoint is not reached 
in the amount of time calculated as 
follows: 



programmed ramp time + (2 
10 minutes 



lookup table value) + 



DATA R2C0RD 
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is either HOLD , CYCL or AUTO 
'xxx* is the program number 
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' /amm' is the method number for 
f/xxx/mnm ddd.dc nnn a linked program else blank 

Cvcyv Setot z mmra: ss 'ddd.d' is the ending setpoint 

™ ^^—^^^^^^^^mmam temp 

'nnn 1 
is the 
record 
number 

' yy 1 is the cycle number 
1 z * is the setpoint number 
'mmmiss' is the setpoint time 

The cycle and setpoint number fields will be omitted for a 
riold program. 



DATA ERROR RECORD 



^"""^■"■■^^^^^"■^^^■^■ | » 'ddd.d' is the ending setpoint 

message ddd.dc nnn 5 eap . . , 

Cycw SetDt z mmm:s3 nnn iS the record number 

—*^++*~^>—mm**mK^—mmm • yy 1 is the cycle number 

'z* is the setpoint number 
•mmmrss' is the setpoint time 

•message 1 indicates a non-fatal error 
as follows: 

Non-fatal Error messages 

Setp Error The setpoint was not reached in the calculated 
time: 

programmed ramp time + (2 * lookup table 

value) • 

Prog Error An Auto program auto increment/decrement of the 
setpoint temp or time caused the hold time to go 
negative or the temp to go out of 

the range 0.1 # C to 100 # C. 

Temp Error At the end of the segment, the setpoint temp has 
drifted +/- a user conf igurable amount. 

For the Hold program, the cycle and setpoint fields will be 
omitted. 



112 



PRINTING THE HISTORY FILE 

Access to the history file print routines is through the 
history file header menu. The OPTION key cycles the cursor 
through the options: 



HISTORY nnn recs 
ALL - STAT - ERRORS - PRNT 



Pressing the ENTER key when the cursor is positioned under 
PRNT displays the print screen: 



Print History 
ALL- STAT -ERRORS 



ALL prints all the records in the file 

STAT prints only the status records 

ERRORS prints only the records with error messages 



When one of print options is selected, the following screen 
is displayed: 



Print History 
Print from prog #yx 



The first (most recent) program number will be the default 
program. The user can change the program number from which 
to begin printing. While printing, the following screen is 
displayed: 



Print History 



At the end of printing, the Print History menu is again 
displayed. 
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HEATER TEST 



10 



15 



25 



50 



Enter Diag Test /j> 
HEATER TEST 



heater test calculates the heat rate of the sample bloc'- 
its temperature rises from 35»C to 65-C. The following 
screen is displayed as it forces the block temperature to 



The 
as 



Heater Test B1X-XX.X 
aoina to 35C. . . 



^ When the temperature stabilizes, all heaters are turned on 

full power. The display now reads -going to 65C" and the 
block temperature is monitored for 20 seconds after it 
passes 50*C. After 20 seconds, a pass or fail message is 



Heater Test PkSSZS 



CHILLER TEST 



Enter Diag Test /2 
35 CHILLER TEST 



SLif « t calculates the cool rate of the sample 

40 * S itS teo P*«ture drops from 3 5 *C to 15 -c. The 

following screen is displayed as it forces the blocJ 
temperature to 35 # C. 



Chillr Test Blk-XX.X 
_goinq to 35C. . . 



When the temperature stabilizes, the chiller is on. The 
display now reads "going to ISC" and the block temperature 
aonitored for 20 seconds after it passes 25 After 20 
seconds, a pass or fail message is displayed. 
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Chiller test PASSES 
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Claims 

1. A system for controlling an apparatus for automated performance of polymerase chain reactions in at least 
one sample tube containing a known volume of a liquid sample mixture, comprising: 

5 a. a sample block having at least one well for said at least one sample tube, 

b. a computing apparatus. 

c. Heating and cooling means controlled by said computing apparatus for changing the temperature of 
said sample block, and 

d. a block temperature sensor thermally coupled to said sample block, said sensor providing to said 
10 computing apparatus the temperature of said sample block over time. 

wherein said computing apparatus includes means for determining trie temperature of said liquid sample 
mixture as a function of the temperature of said sample block over time. 

2. The apparatus of daim 1 t wherein said computing apparatus comprises means for storing one or more 
15 values related to a first thermal time constant corresponding to said sample tubes and said vdume of said 

sample mixture, and storage for a second thermal time constant corresponding to said block temperature 
sensor. 

3. The apparatus of claim 2, wherein said means for determining the sample temperature as a function of 
20 the temperature of said sample block over time includes means for determining the sample temperature 

as a function of said first and second thermal time constants. 

4. The apparatus of claim 3, wherein said computing apparatus determines said sample temperature in a 
current sample interval at a current time n as: 

25 T^-T^,^ ♦ (Ta. - T^ J • t^^tau 

where T^^ is equai to the sample temperature at time n, T^,^ is equal to the sample temperature at 
an immediately preceding sample interval having occurred at time n-1, is equal to the block tempera- 
ture at time n, tm^^ is a time in seconds between sample intervals, and tau is said first thermal time con- 
stant minus said second thermal time constant 
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5. The apparatus of daim 4, wherein said first thermal time constant is between approximately 5 seconds 
and 14 seconds. 

6. The apparatus of daim 5 further induding an input device for receiving user defined setpoints defining a 
hold time/temperature profile, wherein maid computing apparatus indudes means for controlling said 
heating and cooling means as a function of said user defined setpoints and said sample temperature. 

7. The apparatus of daim 6, wherein said setpoint temperatures are target sample temperatures. 

8. The apparatus of daim 1 further induding an input device for receiving user defined setpoints defining a 
hold time/temperature profile, wherein said computing apparatus indudes means for controlling maid 
heating and cooling means as a function of maid user defined setpoints and said sample temperature. 

9. The apparatus of daim 7, wherein said sample block is comprised of a central region containing in an 
upper surface an array of sample wells for holding said sample tubes, an end edge region comprising two 
end edges at opposite ends of said block which are in thermal contact with ambient and a manifold region 
comprising two manifold edges at opposite sides of said block, wherein each said manifold edge is ther- 
mally coupled to a manifold. 

10. The apparatus of daim 9 wherein said heating means is a heater having a central heating zone thermally 
coupled to said central region, an end edge heating zone thermally coupled to said edge region, and a 
manifold heating zone thermally coupled to maid manifold region. 

11. Th apparatus of daim 10 wherein said computing apparatus determines a first power to be applied to 
said heating zones in said current samp! interval by: 

a. determining a theoretical second power representing the total pow r to apply to said block in said 
current sampl interval without accounting for power losses, 
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zone in said current sample interval. ■»ui»iouai 

c. determining power losses by said regions in said current sample interval and 

d determmmg an actual third power to be applied to each said individual zone in said current sample 

interval, sa.d third power accounting for power losses by said regions. P 

12. TTje apparatus of daim 1 1 . wherein one of said user defined setpbints is the target sample temperature 
after ramp.ng sa.d sample ^ temperature at sa,d preselected ramp rate, and wherein said computing 
JS^g S mCanS detemiinin9 Mid theoreUcal se ^"d power to be applied to all said zones 

a. means for determining a total fourth power to ail heating zones to achieve said preselected ramp rate 

b. means for determining said temperature of the sample block in said current sample interval as a fun* 
tion of said fourth power. 

c means for determining said sample temperature in said current sample internal 

d. means for determining a fraction of the difference between the target sample temperature after ramp- 
ing and me sample temperature in said immediately preceding sample interval to be made up in saw 
current sample internal, and 

e. means for determining said theoretical second power to make up said friction in said current samole 

interval. H 



13. The apparatus of claim 12 additionally comprising bias cooling constantly applied to said sample block, 
wherein said computing apparatus includes means for determining a total fourth powerto ail heating zones 
to achieve a desired ramp rate according to: 

Power - CP/ram p_rate + bias 
where Power is said total power to ail heating zon es to achieve a desired ramp rate. CP equals the thermal 
mass of said block, bias is the cooling power of said bias cooling and ram pirate is the difference between 
the target sample temperature after ramping and the sample temperature at the commencement of ramo- 
ing divided by a preselected ramp rate. 

14. The apparatus of claim 12 or 13, wherein said computing apparatus determines said temperature of said 
sample block in said current sample interval according to: 

T a. = ♦ Power ' (t^JCP) 

where T^is equal to the temperature of the block at time n-1 , is the time in seconds between sample 

intervals, CP is equal to a thermal mass of said block, and power is said fourth power. 

5. The apparatus of daim;1 Z 1 3 or 14 wherein said computing apparatus determines said theoretical second 
power to make up said friction in said current sample interval as a function of 

CP/t^ • ( (SP-T„^) * F ' taurW- ♦ . Ta J - 

where Pwr equals said theoretical second power to be applied to make up said fraction in said current 
sample interval, CP is equal to a thermal mass of said block. SP equals said target sample temperature 
after ramping, and F is said fraction of the difference between said target temperature after ramping and 
said sample temperature to be made up in said current sample interval. 

6. The apparatus of claim 14 or 15 wherein equals approximately O.Z 

7. The apparatus of daim 1 . wherein said known volume of liquid sample mature is in the range of approxim- 
ately 20-1 00 microirters. 

8. The apparatus of any of daims 12 through 1 5, wherein said computing apparatus adjusts said theoretical 
second powerto make up said fraction in said current sample interval when said sample temperature in 
said immediately preceding sample interval is within an integral band of said target sample temperature 
after ramping, in order to dose out remaining error. 

9. The apparatus of daim 18, wherein said integral band is approximately 0.5° C. 

0. The apparatus of any of daims 12-19, wherein said computing apparatus adjusts said theoretical second 
power to mak up said fraction in said current sample interval by adding th re to a power adjustment term, 



116 



10 



15 



to account for power which, because of physical limitations, was not delivered in previous sample intervals, 
given by: 

int_sum n = int_sum rv1 + (SP - W,) 
pwr_adj = ki * int_sum n 

where pwr_adj equals said power adjustment term, int_sum ft is a value of an accumulating integral term 
at time n, int sum,,, is a value of said accumulating integral term at time n-1 , SP quals said target sample 
temperature~after ramping, equals the temperatur of the sample at time*.,, and ki equals an integral 

gain constant 

21. The apparatus of claim 20. wherein said integral gain constant is approximately 512. 

2Z The apparatus of claim 1 1 , wherein said computing apparatus divides said theoretical second power into 
the theoretical power to be applied to each said individual zone in proportion to the relative areas of said 
zones. 

23, The apparatus of claim 1 1 . wherein said computing apparatus determines power losses by: 

a. determining power lost to a foam backing on said sample block in said current sample interval 

b. determining power lost to said manifolds in said current sample interval, and 

c determining power lost in said end edge region to ambient in said current sample interval. 
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24. The apparatus of daim 23, wherein said computing apparatus determines said power lost to said foam 
backing in said current sample interval by: 

a. determining temperature of said foam backing in said current sample interval, 
b determining the block temperature in said current sample interval, and 
25 c. determining said power lost to said foam backing a a function of said temperature of said foam backing 

in said current sample interval, said temperature of said block in said current sample interval, and a 
thermal time constant of said foam backing. 

25. The apparatus of daim 24, wherein said computing apparatus determines the temperature of the foam 
30 backing in said current sample interval, Tkmm* according to: 

T^= T^ ♦ (T B .-T fb ^)-t^/tau2 
where T^ is equal to the temperature of the foam at time n, T,^ is equal to the foam temperature at 
time n-1 , and tau2 is said thermal time constant of said foam backing. 

35 26. The apparatus of daim 25, wherein tau2 is approximately 30 seconds and is approximately 0.2. 

27. The apparatus of any of daims 24-26, wherein said computing apparatus determines said temperature 
of said sample Week in said current sample intervall according to: 

Ta, = T^ + Power ■ (Wv*/CP) 
where T^ is equal to the temperature of the block at time n-1. t^ is the time in seconds between 
sample intervals, CP is equal to the thermal mass of said block, and Power is a total fourth power to all 
heating zones to achieve said preselected ramp rate. 

2S. The apparatus of any of daims 24-27. wherein said computing apparatus determines the power lost to 
said foam backing as a function of said temperature of said foam backing according to: 

foam-pwr = C * (T\ - T^^J 
where foanvpwr is said power lost to said foam backing at time n, T^ is equal to the temperature of the 
foam at time n and C is equal to the thermal mass of the foam backing. 

29 The apparatus of any of daims 23.28 additionally comprising means for delivering a bias coolant con- 
' standy applied to said sample block, wherein said computing apparatus determines the power lost to said 
manifolds in said current sample interval according to: 

manifold Joss = KA^-T^J * KC<T^-T<J ♦ TM (dT/dt) 
55 where manifold Joss equals said power lost to said manifolds in said current sample interval, KA equals 

an end edge region-to-ambient conductance constant T K equals the ambient temperature at the time n, 
Tc, quals a temperatur of said bias coolant at tim n, KC equals a sample block-to-coolant conductance 
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constant, Tm equals the thermal mass of said manifolds and dT/dt equals said preselected ramp rate. 

30. The apparatus of any of claims 23-29. wherein sa.d apparatus for performing automated polymerase chain 
reactions includes an enctosur for said sample block defining an endosed ambient atmosphere and said 
computing apparatus determines the power lost to ambient in said currant sample interval according to- 

ambientjoss - K2A (T^ - T*J + K2C (T^ - T C J + TM2 (dT/dt) 
where ambientjoss is said power lost to said ambient in said current sample interval, K2A equals an end 
edge region- to-ambient conductance constant. T^ equals ambient temperature at time n. K2C equals an 
end edge region- to-ccolant constant, T c> equals the coolant temperature at time n, TM2 equals the tnermal 
mass of said endosed ambient atmosphere, and dT/dt equals said preselected ramp rate. 

11. The apparatus of daim 1 1 , wherein said computing apparatus determines said actual power to be applied 
to each said individual zone in said current sample interval according to: 

central _pwr = pwr * cper 
manrfold_pwr = pwr • mper + manrfoldjoss 
edge_pwr = pwr * eper + ambientjoss 
where pwr equals said theoretical power, manrfoldjoss equals a power lost to said manrfolds in said cur- 
rent sample interval, ambientjoss equals a power lost in said edge region to said ambient in said current 
sample interval, central_pwr equals a power to be applied to said central heating zone in said current 
sample interval, manrfold_pwr equals a power to be applied to said manifold heating zone in said current 
sample interval, edge_pwr equals a power to be applied to said end edge heating zone in maid current 
sample interval, cper equals fraction of sample block area in said central region, mper equals fraction of 
samp'e block area in said manifold region, and eper equals fraction of sample block area in said edge 
region. 

2. The apparatus of daim 31, wherein cper equals approximately .66, mper equals approximately .20 and 
eper equals approximately .14. 

3. The apparatus of daim 9, wherein said sample block contains multiple transverse bias cooling channels 
alternating with multiple transverse ramp cooling channels, said bias and ramp cooling channels being 
parallel to said upper surface, said apparatus further comprising means for consistently pumping chilled 
coolant through said bias cooling channels and value means controlled by said computing apparatus for 
selectively pumping chilled coolant through said ramp cooling channels. 

4. The apparatus of daim 33 wherein said computing apparatus determines a theoretical, cooling power to 
be applied to said block. 

5. The apparatus of daim 34 wherein said computing apparatus indudes means for determining said cooling 
power, induding 

a. means for determining a total fifth power to said block to achieve a desired downward ramp rate, 

b. means for determining said temperature of the sample block in said current sample internal as a func- 
tion of said fifth power, 

c means for determining said sample temperature in said current sample interval. 

d. means for determining a fraction of the difference between the target sample temperature after ramp- 
ing downward and the sample temperature in said immediately preceding sample interval to be made 
up in said current sample interval, and 

e. means for determining said theoretical cooling power to make up maid fraction in said current sample 
interval. 



The apparatus of daim 35 additionally comprising bias coding constantly applied to said sample block, 
wherein maid computing apparatus indudes means for determining a total fourth power to ail heating 
zones to achieve a desired ramp rate according to: 

Power 3 CP/ramp jate + bias 
where Power is said total power to said block to achieve a desired ramp rate, CP equals the th rmai mass 
of said block, bias is the cooling power of said bias cooling and ramp_rat ts the difference between the 
target sample temperature after ramping and th samp! temperature at the comm n cement of ramping 
divided by a preselected ramp rate. 
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37. Th apparatus of ciaim 36, wherein said computing apparatus determines said theoretical cooling power 
to make up said fraction in said current sample interval as a function of 

CP/t^ ■ ( (SP-T ump J • F • tau/t^ ♦ - 
where Pwr equais said theoretical cooling power to be applied to mak up said fraction in said current 
sample interval, CP is equal to a thermal mass of said block, SP equals said target sample temperature 
after ramping, and F is said fraction of the difference between said targ t temperature after ramping and 
said sample temperature to be made up in said current sample interval. 

38. The apparatus of claim 37, wherein said computing apparatus determines a power lost to said manifolds 
in said current sample interval according to: 

manifold Joss = KA (T^ - T*J + KC (T^ - T C J + TM (dT/dt) 
where manifold Joss equals said power lost to said manifolds in said current sample interval, KA equais 
an end edge region-to-ambient conductance constant, T\ equals the ambient temperature at the time n, 
, 5 T c. equals a temperature of said bias coolant at time n, KC equals a sample block-to-cooJant conductance 

constant, Tm equals the thermal mass of said manifolds and dT/dt equals said preselected ramp rate. 

39. The apparatus of claim 38, wherein said apparatus for performing automated polymerase chain reactions 
includes an enclosure for said sample block defining an enclosed ambient atmosphere and said computing 

20 apparatus determines a power lost to ambient in said current sample interval according to; 

ambient Joss = K2A rr % - TjJ * K2C (T^ ^ Tcj ♦ TM2 (dT/dt) 
where ambientjoss is said power lost to said ambient in said current sample interval, K2A equals an end 
edge region-to-ambient conductance constant, T^ equals ambient temperature at time n, K2C equals an 
end edge region-to-coolant constant, T C- equals the coolant temperature at time n, TM2 equals the thermal 
mass of said enclosed ambient atmosphere, and dT/dt equais said preselected ramp rate. 

40. The apparatus of claim 39 wherein said computing apparatus includes valve means for opening said chan- 
nels for cooling said block at said current sample interval, comprising means for 

a. means for determining that ramp direction is downward, 

b. means for determining an intermediate power value by subtracting values for power lost to said mani- 
folds end said ambient from said theoretical cooling power, 

c means for determining a cooling breakpoint as a function of said block temperature and a temperature 
cf said coolant, and 

d. means for determining if said ramp cooling channels shall be opened as a function of said inter- 
mediate power and maid cooling breakpoint. 
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41. The apparatus of claim 40, wherein said cooling breakpoint is a function of the difference between said 
block temperature at said current sample interval and said temperature of said coolant fluid at said current 
sample interval. 

42. The apparatus of daim 41, wherein said ramp cooling channels wOl be open if said intermediate power 
is less than said cooling breakpoint 

43. The apparatus of daim 7, wherein the controlling of said heating and cooling means as a function of said 
user defined setpoints constitutes running said p raffle as a profile run. 

44. The apparatus of daim 43, wherein said computing apparatus comprises means for allowing users to 
invoke said profile runs. 

50 45. The apparatus of daim 44, wherein said input device further comprises means for receiving a user defined 
cyde count for each said profile, said cyde count constituting the number of times said profile wil be run 
when it is invoked. 

46. The apparatus f daim 45, wherein said computing apparatus further comprises means for linking multiple 
55 profiles in any order to form a protocol, said protocol defining a sequence of said profiles to be run, wh rein 

invoking said sequence of profiles to be run constitutes running said protocol as a protocol run. 
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47 p";r P :x^ 

TZ^T ^ Where,n S3id ~ — — — ™ans f„ 

^-l* f 3imS 51 ' 52 - farth-r C ° mpn ' Sin9 means for automatically starting a soak upon 
sTv^s^ 

54. The apparatus of daim 53. wherein said temperature to save said samples is 4«C. 

K " 'SV^T'l^Z 4X4 ^ inC ' Udin9 means for increasing the hold time 

of any or all setpoints from cyde to cycle in said cycle count 

a™y e i"?^^ * meanS ^automatoHy increasing the hdd time of 

any or all setpoints from cyde to cyde .s selectable as a user level option via said input device. 

°L daiTO 55 " 56 ' When!in Said auto,natic inc ™**> «n the hold time of any or all 
setpoints from cyde to cyde are by first user defined values input via said input device 

59 " T^rTed^ ™ « «» - *» - -de to cyde are 

60. The apparatus of any of. claims 45-59 further induding means for automatically decreasing the hdd time 
of any or all setpo.nts from cyde to cyde in said cyde count ™«ng tne ndd time 

61 * TjyTT^lTl^^^ atia l 0f mea0S ^ -really decreasing the hdd time 
of any or all setpoints from cyde to cyd. « selectable as a user level option via said input device. 

62 2lZ7^^^J aima 6(W1 ' WhefBin Mid automaHc in the hdd time of any or all 

setpoints from cyde to cyde are by second user defined values input via said input device. 

ITi2 , ^T i ? ^ ^■'T ^ wh " ,-n ■* W «*>m«tlc d«cn».«. in tti. hold tima ftam cyd. to eycto am llnaar 
based on said second user defined values. 

^ IL^TTL? d, * l L 82, Wh0rBin aUt0matiC decrease3 in hoW *» from cyde to cyde are 
geometric based on sari second user defined values. ' 

^ ^o^Z^ * ^ 1 daifn3 ^ ^ induding mMra for automatically increasing the setpoint 
temperature of any or all setpoints from cyde to cyd in said cyde count 

66. The apparatus of daim 65. wherein activation of said means for automatically increasing «h setpoint tem- 
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perature of any or all setpoints from cyde to cyde is selectable as a user level option via said input device. 

67 The apparatus of either of daims 65-66. wherein said automatic increases in the setpoint temperature of 
any or all setpoints from cyde to cyd are by third user defined values input vu. sa.d ,nput dev.ce. 

68. The apparatus of daim 67. wherein said automatic increases in'the setpoint temperature from cyd to 
cyde are linear based on said third user defined values. 

69. The apparatus of daim 67. wherein said automatic increases in the setpoint temperature from cyde to 
cyde are geometric based on said third user defined values. 

70 The apparatus of any of daims 45-69 further including means for automatically decreasing the setpoint 
temperature of any or all setpoints from cyde to cyde in said cyde count 

71 The apparatus of daim 70. wherein activation of said means for automatically decreasing the setpoint terr, 

72. The apparatus of either of daims 70-71. wherein said automatic decreases in the setpoint temperature 
oT!ny oTS setpoints from cyde to cyde are by fourth user defined values mput v« sa,d -put devce. 

73. The apparatus of claim 72. wherein said automatic decreases in the setpoint temperature from cyde to 
cyde are linear based on said fourth user defined values. 

74. The apparatus of daim 72. wherein said automatic decreases in the temperature from cyde to cyde are 
geometric based on said fourth user defined values. 

75. The apparatus of any of daims 43-74. further comprising a programmed pause option means to automate- 
catly halt a run for a user defined period of time. 

run. 

, . . 7 7R ft irthor cnmorisina a means to allow a user to define, via said input 
is within said temperature range of said setpoint temperature. 

tube as a function of said tube type and said reaction vdume. 
79. The apparatus of daim 10. further comprising a means for performing diagnostic checks of said heating 



means. 



80 The apparatus of daim 79. wherein said checks comprise one or more heater ping tests, block thermal 

capacity tests, ramp cooling conductance tests, sensor lag tests. 
,1. The apparatus of daim 33. further comprising a means for performing diagnostic checks of said cooling 

means. 

capacity tests. 

83. The apparatus of daim 1. further comprising a means for performing hardware diagnostics on user 
demand and/or automatically upon system start-up. 

84. The apparatus of daim 55. wherein said hardware diagnostics indude teste of one or more of a Programm- 
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aoie Peripheral interface -jvice. Battery RAM cevice. 3aner/ RAM cnec ,\ £?RCM devices. Prog- 
rammable Interface Timer devices. Clock/Calendar device. Programmable Interrupt Controller device, 
Analog to Digital Section, RS-232 Section. Display Section. Keyboard, Beeper, Ramp Cooling Valu s, 
EPROM mismatch. Firmware version level. Battery RAM Checksum and Initialization, Autostart Program 
Rag. Clear Calibration Rag, Heated Cover heater and control circuitry, Edge heater and control circuitry, 
Manifold heater and control circuitry. Central heater and control circuitry. Sample block tfi rmal cutoff. 
Heated cover thermal cutoff. 

85. The apparatus of daim 43 further including means for adjusting temperature sensor readings to account 
for drift in analog circuitry. 

86. The apparatus of daim 85 wherein said means for adjusting temperature sensor readings to account for 
drift in the analog circuitry determines said drift by 

a) Measuring one or more test voltages under controlled conditions, 

b) Reading said voltages at the start of each run to measure electronic drift 

87. The apparatus of claim 46, wherein said computing apparatus comprises a means to display, during a 
run, the approximate amount of time left in the run of a profile and/or all of the profiles left to be run in a 
running protocol. 

88. The apparatus of any of daims 43-50, wherein said computing apparatus comprises a means to display, 
during a run, the sample temperature at any given time in the run. 

89. The apparatus of daim 7. further comprising means for determining, for a given setpoint, a first difference 
between said sample temperature at the end of said setpoint hold time and said setpoint sample tempera- 
ture of said setpoint 

90. The apparatus of daim 89, wherein said input device further comprises a means for receiving a user 
defined temperature differential. 

91. The apparatus of daim 90, wherein said computing apparatus comprises means to report an error if said 
user defined temperature differential is greater than said first difference. 

92. The apparatus of daim 7, further comprising means to configure the temperature the apparatus wiif return 
to during any idle state. 

93. The apparatus of daim 7, further comprising means to check that said setpoint sample temperature is 
reached within a predetermined amount of time. 

94. The apparatus of any of claims 65-74, further comprising a means to check that the said automatically 
modified setpoint sample temperature has not exceeded 100°C and/or has not gone below 0°C. 

95. The apparatus of any of claims 55-74, further comprising a means to check that said automatically mod- 
ified setpoint hold time is not negative. 

96. The apparatus of daim 1 further comprising means to continually monitor said block sensor and to invoke 
an abort procedure rf said sensor readings are above a maximum desireable temperature for said block 
by a predetermined number of degrees a predetermined number of times. 

97. The apparatus of daim 96, wherein said abort procedure indudes one or more of aborting the running 
profile, flagging the error in a history fie, displaying message alerts to a user, disabling said heaters. 

98. The apparatus of any of daims 43-50, further comprising means for printing information stored in said sys- 
tem. 

99. The apparatus of dakn 98, wh rein said information indudes at least one f. contents of a profil .contents 
of a protocol, listing of created profiles, listing of created protocols, configuration parameters, system cali- 
bration parameters. 
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100. The apparatus of any of daims 1-99. further comprising ttie ability to perform all available user interface 
junctions remotely. 

101. The apparatus of any of daims 1-99 wherein said computing apparatus comprises means to display a 
5 menu driven user interface to reduce user reliance on written manuals. 

102. The apparatus of any of daims 43-50 wherein said computing apparatus maintains a history file of an 
immediately previous run containing details of said previous run intended for integrity checks and error 
analysis. 

11 

103. A method for computer control of the automated performance of polymerase chain reactions in at least 
one sample tube containing a known volume of liquid sample mixture by means of a computer-controlled 
thermocyder induding a computing apparatus, a sample block having at least one well for said at least 
one sample tube, a block temperature sensor thermally coupled to said sample block, and heating and 

15 cooling means controlled by said computing apparatus for changing the temperature of said sample block, 

comprising the steps by said computing apparatus of 

a. reading the block temperature at predetermined times, 

b. determining the temperature of said liquid sample mixture as a function of the temperature of said 
sample block over time, and 

20 c controlling said heating and cooling means as a function of said sample temperature. 

1 04. The method according to daim 1 03 wherein said step of determining the temperature of said liquid sample 
comprises the steps of 

(0 determining a first thermal time constant for said at least one sample tube and said volume of liquid 
25 sample mixture, 

(it) determining a second thermal time constant for said block temperature sensor, and 

(iS.) determining the sample temperature in a current sample interval at a current time n according to 

the formula 

30 = T^^ + 0\ - WJ * W*/tau 

where T,*^ is equal to the sample temperature at time n, T^p^ is equal to the sample temperature at 
an immediately preceding sample interval having occurred at time n-1 , T^ is equal to the block tempera- 
ture at time n, t^ nmf ^ is a time in seconds between sample intervals, and tau is said first thermal time con- 

^ stant minus said second thermal time constant 

105. The method according to daim 103 wherein said sample block comprises a central region containing said 
at least one well, an end edge region in thermal contact with ambient and a manifold region thermally coup- 
led to at least one manifold, wherein said heating means indudes a zone for each of said regions, and 
wherein the step of controlling said heating means comprises the step of 

(rv) determining a theoretical second power representing the total power to apply to said block in a cur- 
rent sample interval at a current time n without accounting for power losses, 

(v) dividing said theoretical second power into theoretical powers, one to be applied to each of said heat- 
ing zones, 

(vi) determining power tosses by said regions in said current sample interval, and 

(vii) determining an actual third power for each of said zones in said current sample interval to account 
for power loss by each said zone. 

106. The method according to daim 105 wherein said thermocyder additionally indudes bias cooling con- 
stantly applied to said sample block, wherein said computer-controlled cooling means comprises selec- 
tively operable ramp cooling means for selectively delivering a cooling fluid to said sample block, and 
wherein the step of controlling said selectively operable ramp cooling means indudes the steps of 

(viii) determining that sample temperature ramp direction is downward. 

(ix) determining the temperature of said cooling fluid, 

(x) determining as a function of said samp! temperature a total cooling power t apply to said block in 
said current sample interval without accounting for power losses, 

(xi) d termining an intermediate cooling power by subtracting power loss to said at I ast one manifold 
and to ambi ntfrom said total cooling pow r, 
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(xn) determin.ng a coo.ing breakpoint as a function of the difference between the block temperature and 
the temperature of said cooling fluid in the current sample interval and """P^re and 

(xm) selectively operating said ramp cooling means as a function of the difference between said int*r 
med.ate cool.ng power and said cooling breakpoint 

107. Therrnocyder apparatus suitable forautomated performance of the polymerase chain reaction compnsina 
a a metal sample block having a major top surface and a major bottom surface com ^ 
b. an array of spaced-apart sample wells formed in said major top surface 
c bias cooiina cnnstaiHv an Q i.v e ^- . ^ . 

* am r^~* - -«.- 1 ^" p> ^ s-iiipie biocK at a rate sufficient to cause said block if at a 

1 d n' Q T. PU to ter " COn,ro ' ,ab ' e heati " 9 mCanS «P<»«ive to said compuer system capable of uniformly rais- 
ing the temperature of said block at a rate greater than me bias cooling rate. sakJ mem^dTr 
apparatus being capable, under the control of a computer, of maintaining the array TswT^Z 
a constant ,n the range of 35-100'C within a tolerance band of plus or minus about o7'C 

108 " r^^2 deraP ! aratUS aCC ° rtinS t0 C>am 107 Wherein said ^ ""P*" a rectangular array having 
roughly of spaced-apart sample wells. y naving 

109. Therrnocyder apparatus according to daim 108 wherein said array comprises an 8-by-12 rectanaular 
array hav.ng center-center sample well spadng compatible with industry standard^crotiteS T, 

i? a !^!? rder K aPPa Il alU ! aCCOrtinfl to daim 108 Wherein Mid b,ock «««■«"■ nwHlpto transverse 

^0001,00 channels through said block paraUe. to said top surface and parallel to and spaced frorrfSe 
rows of we!.s. and wherein said bias coding bj applied by pumping cooling liquid through said biasSo.ing 

112. Therrnocyder apparatus according to daim 111 wherein said bias cooling channels are insulated. 

113 ' IlT^T apparatus acc °rting to daim 107 wherein said computer-controllable heating means com- 
SEE?* !! Parat S y COntro " ab,e heat,n 9 zones for "0*. at least one first zone for the portion 

^!T° Cyd !l aPPa ^ tlJ3 accordin 9 to daim 123 sa-'d computer-controllable heating means com- 

pnses a multaone film heater in thermal contact with said major bottom surface. 

115. Therrnocyder apparatus according to daim 107 wherein said sample block indudes around its periphery 
*JZT ^1 characteristics similar to the block portion containing the array and whereS 
said guard band s bias cooled and controllably heated. «wnere.n 

1 1 6. Therrnocyder apparatus according to daim 11 5 wherein said guard band indudes a groove formed in said 
S!! 0 ^ 83 ^" 9 substantially around said array, decreasing the thermal conductivity between the 
diock portion containing the array and the guard band. 

117. Therrnocyder apparatus according to daim 115 wherein said computer-controllable heating means com- 
pnses midtiple. separately controllable heating zonesfor said block, at least one first zone for the portion 
of the block containing the array of sample wells and at least one second zone for the guard band. 

118. Therrnocyder apparatus according to daim 117 wherein said computer-controllable heating means com- 
prises a multizon film h ater in thermal contact with said major bottom surface. 

119. Therrnocyder apparatus according to daim 107 further comprising computer^ontrollable ramp cooling 
means capable of lowering the temperature of said block at a rate of at least about 4'C per second from 
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100°C and at least about 2 C C per second from 40°C. 

120. Thermocyder apparatus according to claim 119 wherein said array comprises a rectangular array com- 
prising rows of spaced -a part sample wells, wherein said sample block contains multiple transverse bias 

5 cooling channels alternating with multiple transv rs ramp cooling channels, and wherein said bias cool- 

ing and said ramp cooling ar applied by pumping cooling liquid through said ramp cooling channels and 
said bias cooling channels. 

121. Thermocyder apparatus according to claim 1 20 further comprising means to deliver cooling liquid to oppo- 
10 site ends of successive ramp cooling channels. 

122. Thermocyder apparatus according to daim 1 1 9 wherein said computer-controllable heating means is cap- 
able of ramp heating. 

is 123. Thermocyder apparatus according to claim 122 wherein said controllable heating comprises multipl , 
separately controllable heating zones for said block, at least one first zone for the portion of the block con- 
taining the array of sample wells and at least one second zone for the portion of the block outside the 
array. 

20 124. Thermocyder apparatus according to daim 123 wherein said computer-controllable heating means com- 
prises a multizone film heater in thermal contact with said major bottom surface. 

125. Thermocyder apparatus according to claim 107 further comprising means for seating into the wells in said 
array sample tubes of nonidentical height with a seating force on each sample tube sufficient to cause a 
25 snug, flush fit between the surface of the tube and the surface of the well. 

126w Thermocyder apparatus according to daim 125 wherein said means for seating comprises deformabl , 
compliant, gas-tight caps for said sample tubes, a vertically dispiaceabie platen, and controllable means 
for forcibly lowering said platen to maintain said seating force on the cap for each tube. 

30 

1 27. Thermocyder apparatus according todaim126wherein said platen is maintained at a heated temperature 
in the range of 94-1 10°C. 

128. Thermocyder apparatus according to daim 127 wherein said platen is maintained at a temperature in the 
35 range of 100-1 10°C. 

129. Thermocyder apparatus according to any of daims 107-128 further comprising a computer system for 
controlling said heating means. 
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130. Thermocyder apparatus according to any of daims 1 19-124 wherein said computer system controls said 
ramp cooling means. 

131. Thermocyder apparatus suitable for automated, rapid performance of the polymerase chain reaction com- 
prising 

a. a therrnaly homogeneous metal sample block of low thermal mass having a major top surface and 
a major bottom surface, said block containing in a central region of its upper surface an 8-by-12 rec- 
tangular array of sample wells having center-to-center spacing compatible with industry standard micro- 
liter plate format said block also containing a peripheral region surrounding said array, said peripheral 
region comprising a guard band having thermal characteristics similar to the thermal characteristics of 

50 the central region, 

b. a bias cooling system for constantly cooling said sample block at a bias cooling rate sufficient to cause 
said block, if at a temperature within the range of 35-1 00°C, to cool uniformly at a rate of at least about 
O.VC/sec unless external heat is supplied, 

c a computer system for receiving and storing user data regarding times and temperatures defining a 
55 plurality of reaction cydes, 

d. a ramp cooling system controlled by said computer system for selectively cooling said sample block 
at a ramp cooling rate of at least about 4°C/sec from 100°C and at least about 2°C/sec from 40°C, 

e. a multizone heating system controlled by said computer system having a heating zon for th central 
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region of the block a. . neating zone for the guard band, said heating .em being capable of pro- 
viding heat necessary to maintain the sample block at a constant temperature in the range of 35-100°C 
and also capable of providing ramo heating to the block, 
f. a pressing cover verticaJly dispiaceabie above said sample block, and 
5 g. cover displacing means for raising said cover and for lowering said cover and maintaining its vertical 

position against a resisting force of at least about 3000 grams, said thermo cyder apparatus b ing cap- 
able of maintaining the array of sample wells at a constant temperature in the rang of 35-1 00°C within 
a tolerance band of plus or minus 0.5°C. 

w 132. Therrnocyder apparatus according to claim 131 wherein said pressing cover comprises a heated platen 
maintainable at a temperature in the range of 34-1 10°C. 

133. Therrnocycier apparatus according to claim 131 wherein said multizone heating system comprises a film 
heater in thermal contact with the bottom surface of the sample block. 

15 

134. Thermocyder apparatus according to claim 133 wherein said bias cooling system comprises a series of 
bias coding channels through said block parallel to said top surface and parallel to and spaced from the 
rows of wells, and pump means for pumping cooling liquid through said bias cooling channels. 

20 135. Thermocyder apparatus according to claim 134 wherein said ramp cooling system comprises a series of 
ramp cooling channels through said block parallel to the bias cooling channels and spaced apart therefrom 
and from the rows of wells, and pump means for pumping cooling liquid through said ramp cooling chan- 
nels, entering at opposite ends of successive ramp cooling channels. 

25 136. Thermocyder apparatus according to daim 135 wherein there is one bias cooling channel and one ramp 
cooling channel proximate each row of sample wells. 

137. Thermocyder apparatus according to daim 131 further comprising the apparatus according to daim 153 
for holding up to 96 microliter sample tubes placed in said metal sample block, and wherein the tops of 

30 said deformable caps protrude slightly above an uppermost edge of said two-piece plastic holder. 

138. Thermocyder apparatus according to daim 137 wherein the downward displacement of said cover 
deforms the tops of said caps downwardly until the displacement is stopped by said uppermost edge of 
said two-piece plastic holder. 

35 

139. Thermocyder apparatus according to claim 138 wherein said uppermost edge of said two-piece plastic 
holder contacts the underside of said cover around the entire periphery of said edge, thus forming a gas- 
tight seal. 

40 140. Thermocyder apparatus according to daim 131 comprising at least two heating zones for the guard band. 

141. A two-piece plastic holder for loosely holding up to 96 microtiter sample tubes of a preselected design, 
each having a cytindricaQy shaped upper section open at its top end and a dosed, tapered lower section 
extending downwardly therefrom, each tube being of rircular cross section and having a drcumferentiai 
45 shoulder extending outwardly from said upper section at a position on said upper section below the open 

end thereof, comprising 
a. a one-piece tray member comprising 

i. a flat horizontal plate section containing 96 holes in an 8-by-1 2 rectangular array compatible with 
industry standard microtiter plate format said holes being slightly larger than the outside diameter 
50 of the upper sections of said tubes but smaller than the outside diameter of said shoulder, 

il a first vertical tray sidewall section completely around said plate extending upwardly to a height 
greater than the height of a tube resting in one of said holes, 

in. a second vertical tray sidewall section around said plate extending downwardly approximately to 
the bottom of the upper section of a tube resting in one of said holes, 
55 b. a one-piece retainer reieasably engageable inside said tray over any sample tubes resting in said 

tray comprising 

i. a flat h rizontai plate section containing 96 holes in an 8-by-1 2 rectangular array compatible with 
industry standard microtiter plate format said holes b ing slightly larger than the outside diam ter 
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of the upper sections of said tubes but smaller than the outside diameter of said should r. 
ii. a vertical retainer s id ewa II section around said retainer plate section extending upwardly from said 
plate, 

wherein when said retainer is engaged inside said tray, the retainer plate section lies slightly above the 
shoulder of a tube resting in said tray and the first tray s id ewaJL section is about as high as said retainer 
sidewali section, whereby tubes resting in said tray are retained loosely both vertically and laterally. 

142. Apparatus according to daim 1 41 wherein the holes in said tray section are countersunk and wherein the 
underside of the shoulders of said tubes are correspondingly beveled. 

143. Apparatus according to daim 142 wherein the holes in the tray plate section and in the retainer plate sec- 
tion are larger in diameter than said tubes by about 0.7 mm. 

144. Apparatus according to daim 141 wherein said tray member further comprises a pluraiity of support ribs 
is extending along the underside of the tray plate member between rows of holes said ribs extending down- 

wardly to the same extent as said second vertical tray sidewail section. 

145. Apparatus according to daim 141 wherein said tray member further comprises a skirt section extending 
at least partially around said tray plate section and depending vertically from that section, said skirt section 

20 being adapted to fit into a guard band groove in a thermocyder sample block. 

146. Apparatus according to daim 141 wherein said tray plate section has at least two openings provided the- 
rein and said retainer plate section has an identical number of vertical tabs, downwardly extending from 
said retainer plate, such that said tabs project through said openings and releasably engage the tray when 

25 said retainer is assembled with said tray. 

147. Apparatus according to daim 146 wherein said tabs are disposed so as to form part of a skirt section 
extending downwardly at least partiaJly around said tray plate section and wherein said tabs are adapted 
to fit into a guard band groove in a thermocyder sample block. 

30 

146. Apparatus according to daim 147 wherein said openings and said tabs are positioned such that said 
retainer and said tray are capable of only one orientation relative to one another when said openings and 
said tabs are engaged. 

05 149. Apparatus according to daim 146 wherein said tabs are deflectable in a sidewtse direction in order to come 
into alignment with said openings. 

150. Apparatus according to daim 141 further comprising up to 96 microtiter sample tubes in said holder. 

40 151. Apparatus according to daim 1 50 further comprising up to 96 deformable caps on said tubes for forming 
gas-tight seals thereon. 

152. Apparatus according to claim 151 wherein each said cap has a downwardly depending cylindrical fiang 
for forming a gas-tight seal with each said tube and a drcumferential shoulder extending outwardly from 
45 said flange which prevents said flange from being seated on said tube below a predetermined point. 

15X Apparatus according to daim 1 52 wherein the outer drcumference of said downwardly depending flange 
fits snugly to form a gas-tight seal with the inner drcumference of said tube. 

so 154. Apparatus according to daim 1 51 wherein groups of 12 of said caps are linked together to form a single 
strand of caps which are suitably spaced so as to form gas-tight seals with up to 12 of said tubes. 

155. Apparatus according to daim 1 41 further comprising a plastic base having 96 wells arranged in an 8-by-12 
rectangular array, said wells being dimensioned to snugly accept the lower sections of up to 96 said 
sample tubes, said base being assemblage with said tray, said retainer and 96 of said tubes to form a 
microtit r plate having the footprint of an industry standard microtiter plate. 

156. Apparatus according to daim 1 51 wherein said caps project above said first vertical tray sid wall section 
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but are downwardly deferable to trie heignt of said section. 

157. Apparatus accoridng to claim 156 wherein said caps are deformable by heat and vertically downward 
force. 

158. Apparatus according to claim 156 wherein said caps are resiliendy deformable. 

159. In a thermocycier apparatus suitable for performing the polymerase chain reaction, which thermocyder 
apparatus includes a metal sample block having an array of spaced-apart sample wells each of which 
has an inside surface, said weiis being provided with one or more capped sample tubes each containing 
a sample mixture placed in a microtiter plate having an uppermost edge, which plate is seated on said 
sample block. 

a cover to enclose said capped sample tubes, which cover comprises a flat horizontaJ rectangular 
portion and downwardly projecting skirt portions along the periphery thereof and further comprises a 
device for heating at least the underside of said horizontaJ portion, 

said cover being dimensioned to contact said sample block and to enclose said microtiter plate and 
capped sample tubes on said sample block when the tops of the capable on said sample tubes deform, 
due to the application of heat and a downwardly directed force on said cover. 

160. The cover of daim 159 wherein said side portions are dimensioned such that said skirt portions contact 
said sample block at substantially the same time as the underside of said cover contacts the uppermost 
edge of said microtiter plate as the cover encloses the plate. 

161. The cover of daim 160 wherein the downwardly directed force is suffident to ensure a snug contact be- 
tween a lower portion of each sample tube and the inside surface of the well which contains said portion. 

162. The cover of daim 1 59 further comprising knob and screw means for lowering said cover from one height 
to another, said knob and screw means induding indication means for identifying a knob position corre- 
sponding to the cover height at which said cover contacts said uppermost edge. 

163. The cover of claim 159 which provides sufficient heating to said capped sample tubes so as to heat the 
caps and the portions of the sample tubes positioned above the sample wells to a temperature above a 
condensation point of vapor from the sample mixture in said one or more tubes. 

164. In a thermocyder apparatus suitable for performing the polymerase chain reaction having a sample well 
in which is seated at least one capped plastic sample tube containing a sample mixture, the improvement 
comprising a heated cover to aid in providing flush contact between said at least one sample tube and 
said sample well. 

165. A disposable reaction container comprising a substantially conically shaped first wall portion and a sub- 
stantially cyiindrically shaped second wall portion, said first wall, portion being adapted to contact along 
substantially its entire outer surface a correspondingly shaped portion of a heat exchanger, said first wall 
portion being substantially thinner in wall cross-section than said second wall portion. 

166. The reaction container of daim 165 which is adapted to receive a cap which forms a gas-tight seal when 
engaged over said cyiindrically shaped second wall portion. 

167. The reaction container of daim 165 wherein the angle defined by the longitudinal axis through said reac- 
tion container and the substantially conically shaped first wall portion is auout 17°. 

168. The reaction container of daim 1 67 wherein said first wall portion is from about 0.009 to about 0.012 inches 
in wall cross-section. 

1 69. The reaction container of daim 1 68 wherein said second wall portion is about 0.030 inches in wall cross- 
section. 

170. The reaction container of daim 165 which is made from an autodavable plastic. 
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